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Description 

This invent! n relet s to novei tricycio compounds having pharmacological activiti s. to a process for 
their production, to a pharmaceutical composition containing the same and to biologically pure cultures. 
5 More particularly, it relates to novel tricycio compounds, which have pharmacological activities such as 
immunosuppressive activity, antimicrobial activity, and the like, to a process for their production, to a 
pharmaceutical composition containing the same and to a use tiiereof. ^ 

in Canadian Journal of Chemistry 58, 579 (1980) 

Rapamycin of the following formula: 



75 



20 




25 is disclosed In this prior art. which was isolated from cultures of Streptomyces hygroscopicus . 
The sole utility of Rapamycin is "antifungal antibiotic" activity. 

In Canadian Journal of Chemistry 60. 2046 (1982) 

30 Demethoxyrapamycin of the formula: 



05 



40 



45 




is disclosed in this prior art. which is isolated from cultures of Streptomyces hygroscopicus . 

The sole utility of this Demethoxyrapamycin is "antifungal antibiotic" activity. 
50 The antifungal substance identified as Ascomycin is disclosed in USP 3.244.592 . which is produced by 
cultivating a strain of Streptomyces hygroscopicus var. ascomyceticus (ATCC 14891). 

Accordingly, one object of this invention is to provide the novel tricycio compounds, which are useful for 
treatment and prevention of resistance by transplantation, graft-versus-host diseases by medulla ossium 
transplantation, autoimmun diseases, and Infectious diseases. 
55 Another object of this invention Is to provide a process for production of the tricycio compounds by 
fermentation processes and synthetic processes. 

A further object of this invention is to pr vide a pharmaceutical composition containing, as active 
ingredients, the tricycio compounds. 
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Still further object of this invention is to provide a us of th trfcyclo compounds for manufacturing a 
medicament for treating and preventing resistance by transplantation, graft-versus*host diseases by medulla 
ossium transplantation, autoimmune diseas s, infectious dis as s, and the like. 

With respect to the present invention, it is to be noted that this invention is originated from and based 
5 on the first and new discovery of new certain specific compounds. FR-900506. FR-900520, FR-900523 and 
FR-900525 substances. In more detail, the FR-900506. FR-900520. FR-900523 and FR-900525 substances 
were firstly and newly isolated In pure form from culture broths obtained by fermentation of newL species 
belonging to genus Streptomyces > 

And. as a result of an extensive study for eluddation of chemical structures of tiie FR-900506. FR- 
10 900520, FR-900523 and FR-900525 substances the inventors of this invention have succeeded in determin- 
ing the chemical structures thereof and in producing the tricycio compounds of this invention. 

The new tricycio compounds of this invention can be represented by the following general formula: 




OCH3 OCH3 



(I) 



35 



wherein 



40 



R2 
R3 



is hydroxy or commonly protected hydroxy, 

is hydrogen, hydroxy or commonly protected hydroxy, 

is methyl, ethyl, propyl or allyl, 

is an integer of 1 or 2, and 

the symbol of a line and dotted line is a single bond or a double tx>nd, 

provided that when R^ and R^ are each hydroxy, n is an integer of 2 and the symbol of a line and 
dotted line is a single bond, tiien R^ is methyl, propyl or allyl. 



n 



45 and salt thereof. 



50 



55 



4 



EP 0 184 162 B1 

A pr f rred compound is such a compound which can be represented by the following formula 




OCH3 OCH3 



wherein 

is hydroxy or commonly protected hydroxy 

is hydroxy or commonly protected hydroxy , and 

is methyl, propyl or ally!, 
it is preferred that in compound II is allyl. 
It is further preferred that 

R^ is tri(Ci-C6)aIkylsilyloxy. Ci-Cg alkyl-diphenylsilyloxy, pharmaceutical ly acceptable organic carboxyllc 
acyloxy or pharmaceutically acceptable organic sulfonic acyioxy. 

tt Is particularly preferred that in compound II 
R^ Is hydroxy; Ci-Cb alkylthiomethoxy; 
tri(Ci-C6)aIkylsilyloxy; Ci-Cs alkyl-diphenylsllyloxy; 
Ci -Cg alkanoyloxy which may have cartwxy; 

cydo (C3-C6)alkoxy(Ci-C6)alkanoyloxy which may have two Ci-Cg alkyl groups on the cycloalkyi moiety; 
camphorsulfonyloxy; aroyloxy which may have one or two nitro, in which the aroyi moiety is selected from 
the group consisting of benzoyl toluoyl. xyloyi and naphthoyi; arenesulfonyloxy which may have halogen, in 
which the arene moiety is selected from the group consisting of benzene, toluene, xylene and naphthalene; 
or phenyl(Ci-C4)alkanoyloxy which may. have Ci-Ce alkoxy and trihalo(Ci-C6)alkyl, and R^ is hydroxy or 
Ci-Ce alkanoyloxy. 

According to one embodiment R^ is Ci-Cs alkanoyloxy and R^ is hydroxy or Ci-Ce alkanoytoxy. Other 
exemplified compounds are 12-[2-(4-acetoxy-3-methoxycyclohexyiy-1-methylvlnyl]-17-allyl-1,14-dihydroxy- 
23.25-dimethoxy-1 3,1 9,21 ^7-tetramethyl-1 1 .28-dioxa-4-azatricyclo[22.3.1 .O^'^l-octacos-l S-ene-2,3.1 0.1 6- 
tetraone; 1 4-acetoxy-1 2-(2-(4-acetoxy-3-methoxycyclohexyl)-1 -methy Iviny I}-! 7-ally 1-1 -hydroxy-23,25- 

dimethoxy-1 3,1 9.21 ,27-tetramethyl-1 1 ^8-dioxa-4-azatricyck>-[22.3.1 .0^«^loctacos-1d-ene-2.3,10.16-tetraone; 
1 .1 4-dihydroxy-1 2-[2-(4-hydroxy-3-methoxycyck>h6xyl)-1-methylvlnylh23^5<llmethoxy-1 3,1 9,1 7,21 ,27- 
pentamethyl-l 1 ,28-dioxa-4*azatricyclo[22.3.1 .O^'^l-octacos-l &^ne-2,3.1 0,1 6-tetraone; 1 6-aIlyl-1 ,1 3- 

dihydroxy-1 1 -l2-(4-hydroxy-3-methoxycy clohexy l)-1 -methylvinylh22;24-diniethoxy-1 2,1 8,20,26-tetramethyl- 
1 0,27-dioxa-4-azatricyclo-[21 .3.1 .0^*®]heptacos-1 7-ene-2,3,9.1 5-tetraone. 

Most preferred Is 17-allyl-1,14Klihydroxy-12-[2-(44iydroxy-3-methoxycyclohexyl)-1-methylvinyl]-23,25- 
dlmethoxy-1 3,1 9,21 ,27-tetramethyl-1 1 ,28-dioxa-4-azatricyclo-[22.3.1 .O^'^Joctacos-l 8-ene-2,3,1 0,1 6-tetraone. 

Another group of compounds ar those of formula 1, wherein R^ is hydroxy, Ci-Cc alkylthiomethoxy, 
Ci -Cg alkanoyloxy or arenesulfonyloxy which may have halogen, in which the aren moiety is selected from 
the group consisting of benzene, toluene, xylene and naphtalene, R^ is hydrogen or hydroxy, n is an integer 
of 2 and the symbol of a line and dotted line is a double bond. 

Another group are compounds of formula 1. wherein R^ is hydroxy. HCi-Cc alkylthioKCi-Cc)alkoxy, trl- 
(Ci-C6)alkylsilyl xy. d-Ck alkyldiphenylsilyloxy, or acyloxy. 



5 



EP 0 184 162 B1 



10 



IS 



Among the object compound (I), th following four specific compounds wer found to be produced by 
fermentation. 

(1) Th compound (I) wherein and are each hydroxy. R^ is ally!, n is an integ r of 2. and th. 
symbol of a line and dotted line is a single bond, which is entitied,to the FA-900508 sut>stance; 

(2) The compound (I) wherein R^ and R^ are each hydroxy. R^ is ethyl, n is an integer of 2. and the 
symbol of a line and dotted line is a single bond, which is entitled to the FR-900520 sut)stance (another 
name: the WS 7238A substance); ^ 

(3) The compound (I) wherein R^ and R^ are each hydroxy, R^ is methyl, n is an integer of 2. and the 
symbol of a line and dotted line is a single bond, which is entitied to the FR-900523 substance (another 
name: the WS 7238B substance); and 

(4) The compound (I) wherein R' and R^ are each hydroxy, R^ is ailyl. n is an integer of 1, and the 
symbol of a line and dotted line is a single bond, which is entitied to the FR-900525 substance. 

Witii respect to the tricycle compounds (I) of this invention, it is to be understood tiiat there may be one 
or more conformer(s) or stereoisomeric pairs such as optical and geometrical isomers due to asymmetric 
carbon atom(s) and double tx)nd(s). and such isomers are also included within a scope of this invention. 

A further object of the present invention is the preparation of the tricycio compounds (I) by tiie following 
processes. 



20 



25 



[I] Fermentation Processes : 

Species belonging /FR-900506 substance 

to the genus Fermentation^ J FR- 900520 siibstance 

Streptomyces FR-900523 substance and 

FR-900525 substance 



30 process for production of the compound of the formula comprises 

(a) culturing Streptomyces tsukubaensis in an aqueous nutrient medium containing sources of assimi- 
lable carbon and nitrogen, preferably under aerobic conditions and recovering the FR-900506 and/or FR- 
900525 substance(s) by conventional means to give the FR-900506 substance of the formula; 




and/or the FR-900525 substance of the formula: 
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[II] Synthetic Processes : 

(1) Process 1 (Introduction of comnnon Hydroxy-Protective Group) 



10 



15 



20 




(la) 



25 



30 



35 



40 



45 



SO 



Introduction of common 
Hydroxy-Protective Group 




(lb) 

3 or a salt thereof 



(2) Process 2 (Introduction of comnoon Hydroxy-Protective Group) 



55 
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(5) Proc ss 5 (Reduction of Allyl Group) 




50 



in which 

55 R\ R^. R3. n and the symbol of a line and dotted line are each as defined above, 
Rj and are each commonly protected hydroxy, and 
Rg is a comm n I aving group. 
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Particulars of the abov definitions and the preferred embodim nts thereof ar xplained in detail as 
follows. 

The term "lower* used in th specification is intended to mean 1 t 6 cartxin atoms, unl ss oth rwis 
indicated. 

Suitable hydroxy-protective group in the "commonly protected hydroxy" may include: 
1-<Ci-C6 alkylthio) (Ci-C6)alkyl such as Ci-Cs alkylthiomethyl (e.g. methylthiomethyl, ethylthiomethyl. 
propylthiomethyl. isopropylthiomethyl. butylthiomethyl, isobutylthiomethyl, and hexylthiomethyl^ which the 
preferred one may be C1-C4 alkylthiomethyl and the most preferred one may be methylthiomethyl; 

trisubstttuted silyl such as tri(Ci-C€)alkylsilyl (e.g. trimethylsilyl. triethylsilyl. tributylsilyl. tert-butyl- 
dimethylsilyl, and tri-tert-butylsilyl), or Ci-Cs alkyl-dlarylsilyl (e.g. methyl-diphenylsilyl. ethyl-diphenylsiiyi, 
propyl-diphenylsilyl, tert-butyl-diphenyisilyl), in which the preferred one may be tri(Ci-C4)alkylsilyi and Ci- 
Cf-alkyhdiphenylsilyl, and the most preferred one may t>e tert-butyl-dimethylsilyl and tert-butyl-<itphenyl- 
silyl; 

acyl such as aliphatic acyl, aromatic acyl and aliphatic acyl substituted with aromatic group, which are 
derived from carboxylic and sulfonic acids. 

The aliphatic acyl may include Ci-Cg alkanoyi which may have one or more suitable substituent(s) such 
as carboxy (e.g. formyl. acetyl, propionyl. butyryl, isobutyryi. valeryl, isovaleryl. pivaloyl. hexanoyi, carbox- 
yacetyl. carboxypropionyl, cart>oxybutyryl. and carboxyhexanoyi), cyclo(C3-C^)alkyloxy(Ci-Cs)alkanoyl 
which may have one or more suitable substituent(s) such as Ci-Cg alky! (e.g. cyclopropyloxyacetyl, 
cyclobutyloxypropionyl, cycloheptyloxy butyryl, menthyloxyacetyl, menthytoxypropionyl, menthyloxybutyryl. 
menthyloxyheptanoyl. and menthyloxyhexanoyi), or camphorsulfonyl. 

The aromatic acyl may include aroyi which may have one or more suitable substituent(s) such as nitro 
(e.g. benzoyl, toluoyi, xyloyi, naphthoyl. nitrophenyl, dinitrophenyl. and nitronaphthoyi), or arenesulfonyl 
which may have one or more suitable substituent(s) such as halogen (e.g. benzenesulfonyl, toluenesulfonyl, 
xylenesulfonyl, naphthalenesulfonyl. fluorot>enzenesulfonyl. chlorobenzenesulfonyl. bromobenzenesulfonyl. 
and iodobenzenesulfonyl). 

The aliphatic acyl substituted v^th aromatic group may include ar(Ci-C6)alkanoyl which may have one 
or more suitable substituent(s) such as Ci-Cs alkoxy and trihalo(Ci-C6)alkyl (e.g. phenylacetyl. phenyl- 
propionyl, phenylbutyryl, 2-trifluoromethyl-2-methoxy-2-phenylacetyl. 2-ethyl-2-trifluoromethyl-2- 
phenylacetyl, and 2-trifluoromethyl-2-propoxy-2-phenylacetyl). 

The more preferred acyl group thus defined may be Ci-Cialkanoyl which may have cartwxy, cyck)(C5- 
C6)alkyk>xy(Ci-C4)alkanoyl having two (Ci-C«)atkyi groups on the cycfoalkyi moiety, camphorsulfonyl, 
benzoyl which may have one or two nitro. benzenesulfonyl having halogen, phenyl(Ci-C4)alkanoyl having 
C1-C4 alkoxy and trihalo(Ci-C4)alkyl, and the most preferred one may be acetyl. cartx)xypropionyl. men- 
thyloxyacetyl, camphorsulfonyl. benzoyl. nitrot>enzoyt. dinitrobenzoyi, iodobenzenesulfonyl and 2- 
trifluoromethyl-2*methoxy-2-phenylacetyl. 

Suitable "common leaving group" may Include hydroxy, acyloxy in which the acyl moiety may be those 
as exemplified ebowe. 

The processes for production of thQ tricyclo compounds (I) of this invention are explained in detail in 
the folkiwing. 

[1] Fermentation Processes : 

The FR-900506, FR-900520, FR-900523 and FR-900525 substances of this invention can be produced 
by fermentation of FR-900506, FR-900520, FR-900523 and/or FR-900525 substance(s)-producing strains 
belonging to the genus Streptomyces such as Streptomyces tsukut>aensis No. 9993 and Streptomyces 
hygroscopicus subsp. yakushimaensis No. 7238 In a nutrient medium. 

Particulars of microorganisms used for the production of the FR-900508, FR-900520. FR-900523 and 
FR-900525 substances are explained in the following. 

[A] The FR-900506, FR-900520 and FR-900525 substances of this invention can be produced by 
fermentation of a FR-900506, FR-900520 and/or FR-900525 substance(s>-producing strain belonging to 
the genus Streptomyces such as Streptomyces tsukubaensis No. 9993 in a nutrient medium. 
A further object of th present invention is to provide a biological bioculture of the microorganism 
Streptomyces tsukubaensis No. 9993. 
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THE MICROORGANISM 

The microorganism which can be used for the production of the FR-900506, FR-900520 and/or FR- 
900525 substances is FR-900506 FR-900520 and/or FR-900525 substanc6(s)-producing strain belonging to 
5 the genus Streptomyces , among which Streptomyces tsul<ubaensis No. 9993 has been newly isolated from 
a soil sample collected at Toyosato-cho. Tsukut>a-gun, Ibaraki Prefecture. Japan. 

A lyophilized sample of the newly isolated Streptomyces tsukubaensis No. 9993 has been««teposited 
with the Fermentation Research Institute. Agency of Industrial Science and Technology (No. 1-3, Higashi 1- 
diome, Yatal)emachi Tsukuba-gun, Ibaraki Prefecture, Japan) under the deposit number of FERM P-7886 
10 (deposited date: October 5th. 1984). and then converted to Budapest Treaty route of the same depository 
on October 19. 1985 under the new deposit number of FERM BP-927. 

The Streptomyces tsukubaensis No. 9993 has the following morphological, cultural. biok)gicai and 
physiological characteristics. 

IS [1] Morphological Characteristics: 

The methods described by Shirling and Gottlieb (Shirling, E. B. and D. Gottlieb: Methods for 
characterization of Streptomyces species. Intemational Journal of Systematic Bacteriology. 16. 313 - 340. 
1966) were employed principally for this taxonomic study. 
20 Morphological ot)servations were made with light and electron microscopes on cultures grown at 30*C 
for 14 days on oatmeal agar, yeast-malt extract agar and inorganic salts-starch agar. The mature 
sporophores formed Rectiflexibiles with 10 to 50 or more than 50 spores in each chain. The spores were 
oblong or cylindrical. 0.5 - 0.7 x 0.7-0.8 um in size by electron microscopic observation. Spore surfaces 
were smooth. 

2S 

[2] Ckiltural Characteristics: 

Cultural characteristics were observed on ten kinds of media descrit>ed by Shirling and Gottlieb as 
mentioned above, and by Waksman (Waksman. S. A.: The actinomycetes. vol. 2: Classification, identifica- 
30 tion and description of genera and species. The Williams and Wilkins Co., Baltimore, 1961). 

The incubation was made at 30* C for 14 days. The color names used In this study were based on 
Guide to Color Standard (manual published by Nippon Shikisai Kenkyusho. Tokyo). Colonies t>elonged to 
the gray color series when grown on oatmeal agar, yeast-malt extract agar and inorganic salts-starch agar. 
Soluble pigment was produced in yeast-malt extract agar but not in other media. The results are shown in 
35 Table 1. 
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The cell wall analysis was performed by the methods of Becker et al. (Becker. B., M. P. l.echevalier. R. 
E. GkMfdon and H. A. Lechevalier: Rapid differentiation between Nocardia and Streptomyces by paper 
55 chromatography of whole cell hydrolysates: Appl. Microbiol.. 12. 421-423, 1964) and Yamaguchi 
(Yamaguchl. T.: Comparison of the cell wall composition of morphologically distinct acttnomycetes: J. 
Bacteri L. 444-453. 1965). Analysis of whole cell hydrolysat s of the strain No. 9993 showed the 
presence of LL-diaminopimelic ackJ. Accordingly, the cell wall of this strain is beli ved to be of type I. 
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[3] Biological and Physiological Prop rti s: 

Physiological properties of the strain No. 9993 were determined according to the methods described by 
Shirling and Gottlieb as mentioned above. The results are shown in Table 2. Temperature range and 
optimum temperature for growth were determined on yeast-malt extract agar using a temperature gradient 
incubator (made by Toyo Kagaku Sangyo Co., Ltd.). Temperature range for growth was from 18 to 35* C 
with optimum temperature at 28 *C. Milk peptonization and gelatin liquefaction were positive^^Melanoid 
pigment production was negative. 
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utilization of carbon sources was examined according to the methods of Pridham and Gottlieb 
(Pridham, T. G. and D. Gottfieb: The utilization of cartx>n compounds by some Actinomycetales as an aid 
55 for species determination: J. Bact riot., 56. 107-114. 1948). The growth was observed after 14 days 
incubation at 30*0. 

Summarized cart>on sources utilization of this strain Is shown in TabI 3. Glycerin, maltose and sodium 
succinate could be utilized by the strain No. 9993. Further, doubtful utilization of D-glucose. sucrose. D- 
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mannos and salictn was also obs rved. 



Table 3 



Carbon Sources Utilization of Strain No. 9993 and Streptomyces misakiensis IFO 12891 


Carbon Sources 


No. 9993 


IFO 12891 ^ 


D-Glucose 


♦ 




Sucrose 






Glycerin 






D-Xylose 






D-Fructose 






Lactose 






Maltose 


+ 




Rhamnose 


- 


- 


Raffinose 






* D-Galactose 




+ 








D-Mannose 


± 




D-Trehalose 






Inositol 






D-Mannitol 






Inulin 




+ 


Cellulose 






Salictn 






Chitin 




+ 


Sodium Citrate 






Sodium Succinate 


+ 




Sodium Acetate 






Symbols: 






+ : utilization 






t : doubtful utilization 






* : no utilization 







Microscopic studies and cell wall composition analysis of the strain No. 9993 indicate that this strain 

belongs to the genus Streptomyces Waksman and Henrici 1943. 

Accordingly, a comparison of this strain was made with various Streptomyces species in the light of the 
40 pubfished descriptions Clntematkmal Journal of Systematic Bacteriology. 18. 69 to 189. 279 to 392 (1968) 

and 19, 391 to 512 (1969). and Bergy's Manual of Determinative Bacteriology 8th Edition (1974)]. 

As a result of the comparison, the strain No. 9993 is considered to resemble Streptomyces aburaviensis 

NIshimura et al.. Streptomyces avellaneus Bafdacd and Groin and Streptomyces misaMensis Nakamura. 

Therefore, the cultural characteristics of tiie strain No. 9993 were compared with tiie conresponding 
45 Streptomyces aburaviensis IFO 12830, Streptomyces avellaneus IFO 13451 and Streptomyces misakiensis 

IFO 12891. As a result, the strain No. 9993 was the most similar to Streptomyces misakiensis IFO 12891. 

Therefore, tiie strain No. 9993 was furtiier compared witfi Streptomyces misakiensis IFO 12891 as shown in 

the above Tables 1, 2 and 3. From fudher comparison, the strain No. 9993 could be differentiated from 

Streptomyces misakiensis IFO 12891 in the following points, and therefore tiie strain No. 9993 is considered 
so to be a new species of Streptomyces and has been designated as Streptomyces tsukubaensis sp. nov.. 

refem'ng to tiie soil collected at Tsukuba-gun. from which the organism was isolated. 

Difference from Streptomyces misakiensis IFO 12891 

55 Cultural characteristics of tiie strain No. 9993 are different from tiie Streptomyces misakiensis IFO 
12891 on oatmeal agar, yeast-malt extract agar, glucose-asparagine agar. Czapek agar and potato-dextrose 
agar. 
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Starch hydrolysis f the strain No. 9993 is negative, but that of th Streptomyc s misaici nsis IFO 
12891 is positive. 

Gelatin liquefaction of the strain No. 9993 is positive, but that of the Streptomyces misakiensis IFO 
12891 is negative. 

5 In cartx)n sources utilization, the strain No. 9993 can utilize glycerin, maltose and sodium succinate, but 
the Streptomyces misakiensis IFO 12891 can not utilize them. And. the strain No. 9993 can not utilize D- 
galactose and inulin. but the Streptomyces misakiensis IFO 12891 can utilize them. ^ 

PRODUCTION OF FR-900506. FR-900520 AND FR-900525 SUBSTANCES 

10 

The novel FR-900506. FR-900520 and FR-900525 substances of this invention can be produced by 
culturing a FR-900506. FR-900520 and/or FR-900525 substance(s)-producing strain belonging to the genus 
Streptomyces (e.g. Streptomyces tsukubanesis No. 9993. FERM BP-927) in a nutrient medium. 

In general, the FR-900506. FR-900520 and/or FR-900525 substance(s) can be produced by culturing 

IS the FR-900506. FR-900520 and/or FR-900525 substance(s)-producing strain in an aqueous nutrient medium 
containing sources of assimilable carbon and nitrogen, preferably under aerobic conditions (e.g. shaking 
culture, sutKnerged culture, etc.). 

The preferred sources of cartx>n in the nutrient medium are cart)Ohydrates such as glucose, xylose, 
galactose, glycerin, starch, dextrin, and the like. Other sources which may be included are maltose. 

20 rhamnose, raffinose, arabinose, mannose. salicin, sodium succinate, and the like. 

The preferred sources of nitrogen are yeast extract, peptone, gluten meal, cottonseed meal, soybean 
meal, com steep liquor, dried yeast, wheat germ, feather meal, peanut powder etc.. as well as inorganic and 
organic nitrogen compounds such as ammonium salts (e.g. ammonium nitrate, ammonium sulfate, ammo- 
nium phosphate, etc.), urea, amino acid, and the like. 

25 The carbon and nitrogen sources, though advantageously emptoyed in combination, need not be used 
. in their pure form, because less pure materials which contain traces of growth factors and considerable 
quantities of mineral nutrients, are also suitable for use. When desired, there may be added to the medium 
mineral salts such as sodium or calcium carbonate, sodium or potassium phosphate, sodium or potassium 
chloride, sodium or potassium iodide, magnesium salts, copper salts, cobalt salt and the like. If necessary. 

30 especially when the culture medium foams seriously, a defoaming agent, such as liquid paraffin, fatty oil, 
plant oil. mineral oil or silicone may be added. 

As the conditions for the production of the FR-900506, FR-900520 and FR-900525 substances in 
massive amounts, submerged aerobic cultural conditions are pretended therefor. For the production in small 
amounts, a shaking or surface culture in a flask or tx>ttle is empk>yed. Furthermore, when tiie growtii is 

9S carried out in large tanks, it is preferable to use the vegetative form of the organism for inoculation in the 
production tanks in order to avoid growth lag in the process of production of the FR-^}0506, FR-900520 
and FR-900525 sut>stances. Accordingly, it is desirable first to produce a vegetative inoculum of the 
organism by Inoculating a relatively small quantity of culture medium with spores or mycelia of the 
organism and culturing said inoculated medium, and then to transfer the cultured vegetative inoculum 

40 aseptically to large tanks. The medium, in which the vegetative inoculum is produced, is substantially the 
same as or different from the medium utilized for the production of the FR-900506, FR-900520 and FR- 
900525 suk>stances. 

Agitation and aeration of the culture mixture may be accomplished in a variety of ways. Agitation may 
be provided by a propeller or similar mechanical agitation equipment by revoking or shaking the fermentor. 
45 by various pumping equipment or by the passage of sterile air through the medium. Aeration may be 
effected by passing sterile air tiirough the fermentation mixture. 

The fermentation is usually conducted at a temperature between about 20 * C and 40 * C, preferably 25- 
35*0. for a period of atxnit 50 hours to 150 hours, which may be varied according to fermentation 
conditions and scales. 

50 Thus produced FR-900506, FR-900520 and/or FR-900525 substance(s) can be recovered from the 
culture medium by conventional means which are commonly used for the recovery of other known 
biologically active substances. The FR-900506. FR-900520 and FR-900525 substances produced are found 
In th cultured mycelium and filtrate, and accordingly the FR-900506, Ff^900520 and FR-900525 sut>- 
stances can be isolated and purified from the mycelium and the filtrat . which are obtained by filtering or 

55 centrifuging the cultured broth, by a conventional method such as concentration under reduced pressure, 
lyophilization. extraction with a conventional solvent. pH adjustment, treatment with a conventional resin 
(e.g. anion or cation exchange resin, non-ionic adsorption resin, tc). treatment with a conventional 
adsort>ent (e.g. activated charcoal, silicic acid, silk:a gel, cellulose, alumina, etc.). crystallization, recrystal- 
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lization, and th like. 

PHYSIOLOGICAL AND CHEMICAL PROPERTIES OF FR-900S06. FR-900520 AND FR-900525 SUB- 
STANCES ~ 

The FR-900506. FR-900520 and FR-900525 substances produced according to the aforementioned 
process possess the following physical and chemical properties. ^ 

FR-900506 Substance 

(1) Form and Color: 
white powder 
(2) 



Elemental Analysis: 



64.72 %, 


H: 


8.78%. 


N: 


64.59% 




8.74% 





(3) Color Reaction: 

Positive: cerium sulfate reaction, sulfuric acid reaction, Ehrtich reaction. Dragendorff reaction and 

iodine vapor reaction 
Negative: fenic chloride reaction, ninhydrin reaction and Molish reaction 

(4) Solubility: 

Soluble : methanol, ethanol. acetone, ethyl acetate, chloroform, diethyl ether and ben- 

zene 

Sparingly Soluble: hexane, petroleum ether 
Insoluble: water 

(5) Melting Point: 
85-90 *C 

(6) Specific Rotation: 
(a]§3:-73- (c = 0,8. CHCb) 

(7) Ultraviolet Absorption Spectrum: 
end absorption 

(8) Infrared Absorption Spectrum: 



^CHCl 
max 



3680. 3580. 3520, 2930, 2870. 2830, 1746. 1720. 1700. 1645. 1450. 1380. 1350, 1330, 1310. 1285. 1170, 
1 135, 1090, 1050. 1030, 1000. 990, 960(sh), 918 cm'^ 
(9) ^H) Nuclear Magnetic Resonance Spectrum: 



6(ppin, CDCI3) : 1212.59 <®> J196.18 (s) rl69.07 (s) 
I212.45 (s),ll92.87 {s),Il68.90 (s) , 
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il64.90 
(166.OI 
(132.52 
U31.99 
1II6.57 
tll6.56 
c 77.79 
» 78.22 
V73.72 
^72.57 
( 53.03 
I 53.13 
39.40 
31.58 



(s) 
(s) , 
(s) 
(s) , 
(t) 
(t) , 
(d) 
(d), 
(d) 
(d) , 
(d) 
(d) , 
(t) , 
(t) , 



<138.89 
1139.67 
fl30.27 
I13O.2I 
»97.35 
Us. 76 
175.54 
176.97 
I 70.05 
I 69.15 
J48.85 
148.62 



(s) 
(s) , 
(d) 
(d) , 

(8) 

(s) , 
(d) 
(d) , 
(d) 
(d) , 
(t) 
(t) , 



30.79 (t) , 



26.46 (d) , 24.65 (t) , 



1I4.O6 (q) .9.69 (q) 
114.23 (q), (9, 98 (q) , 



1I35.73 
1135.60 
J122.87 
1123.01 
84.41 

r73.93 
(73.09 
56.75 



^40.33 
Uo.85 



[27.72 
126.34 
|20.45 
119.73 



(d) 
(d) , 
(d) 
(d), 
(d), 

(d) 

(d), 

(d), 

(d) 
(d) , 

(t) 

(q) 
(q), 



the chart of which t)eing shown in Rgure 1, 

(10) Nuclear Magnetic Resonance Spectrum: 
the chart of which t>eing shown in Rgure 2. 

(1 1) Thin Layer Chromatography: 



Stationary Phase 


Developing Solvent 


Rf Values 


silica gel plate 


chlorofbnn 

: methanol (10:1, v/v) 

ethyl acetate 


0.58 
0.52 



(12) Property of the Substance: 
neutral substance 

With regard to the FR-900506 substance, it is to be noted that in case of measurements of ^^C and 
nuclear magnetic resonance spectra, this substance showed pairs of the signals in various chemical shifts. 
The FR-900506 substance thus characterized further possesses the following properties. 

(i) The measurements of ^^C Nuclear Magnetic Resonance Spectra at 25* C and 60* C revealed the fact 
that the intensities of each pair of the various signals therein were changed. 

(ii) The measurements of the thin layer chromatography and the high performance liquid chromatography 
revealed that the FR-900506 substance occurs as a single spot in the thin layer chromatography and a 
single peak in the high performance liquid chromatography, respectively. 

This white powder of the FR-900506 substance could be transformed into a form of crystals by 
recrystallization thereof from acetonitrile, which possess the following physical and chemical properties. 
(1) Form and Colon 
coloriess prisms 
(2) 
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Ei m ntal Analysts: 



64,30 %. 


H: 


8.92 %. 


N: 


64.20 %. 




8.86 %. 





(3) Melting Point 
127-129 'C 

(4) Specific Rotation: 

[o]f :-84.4' (C = 1.02. CHCb) 

(5) Nuclear Magnetic Resonance Spectrum: 



T6 



20 



25 



30 



as 



40 



6(ppm, CDCI3) :|211.98 tl96. 28 (s) .168.97 (s) 

1211.74 (s),ll93.56 (s),!l68.81 (s) , 

|164.85 (s) fl38.76 (s) <135.73 (d) 

U65.97 (s),ti39.51 (s) , Il35.63 (d) , 

4132.38 (s) (130.39 (d) tl22.82 (d) 

U3I.9O (s),ll30.17 (d),il22.96 (d) , 

116.43 (t), t97.19 (s) 84.29 (d) , 

(98. 63 (s) , 

j77.84 (d) t77.52 (d) v69.89 (d) 

*78.21 (d), ^76. 97 (d) , 169.00 (d) , 

f 56.63 (d) 152.97 (d) t 

^4.87 (d), 152.82 (d) , ( 



.48.31 (t), 

40.21 (d) 31.62 (t), 30.72 (t) , 
40.54 (d), 

24.56 (t), 121.12 (t) C20.33 (q) 

I2O.86 (t), 119.74 (q), 

16.17 (q) a5.88 (q) fl3.89 (q) 

10 (q), 115.75 (q), tl4.05 (q) , 
J 9.64 (q) 
^9.96 (q). 



1I6. 
U6. 



the chart of which being shown in Figure 3, 
(6) Nuclear Magnetic Resonance Spectrum: 
the chart of which lieing shown in Figure 4. 

Other physical and chemical properties, that is, the color reaction, solubility, ultraviolet absorption 
spectrum, infrared absorption spectrum, thin layer chromatography and property of the sut>stance of ttie 
colorless prisms of the FR-900506 substance were the same as those for the white powder of the same 
under the identical conditions. 

From the above physical and chemical properties and the analysis of the X ray diffraction, the FR- 
900506 substance could be determined to have the following chemical structure. 
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17-Allyl-1J4KJihydroxy-12-[2-(4-hydroxy-3-methoxycyclohexyl)-1-methylvinyl>^^ 
25 1 3,1 9,21 ,27-tetrafnethyl-l 1 ,2a<iioxa-4-azatricyclo[22.3.1 .0^'*loctacos-1 8^ne-2.3.1 0,1 6-tetraone 

FR-900520 Substance 

The physical and chemical properties are mentioned later. 

30 

FR-900525 Substance 

(1) Form and Color: 
white powder 
OS (2) 



Elemental Analysis: 


C: 


65.17.%. 


H: 


8.53 %, 


N: 


1.76% 



(3) Color Reaction: 

Positive: cerium sulfate reaction, sulfuric acid reaction, Ehrlich reaction. Dragendorff reaction and 

iodine vapor reaction 
Negative: ferric chloride reaction, ninhydrin reaction and Molish reaction 

(4) Solubility: 

Soluble : methanol, ethanol, acetone, ethyl acetate, chloroform, diethyl ether and ben- 

zene 

Sparingly Soluble: hexane. petroleum ether 
Insoluble: water 

(5) IVIelting Point: 
85 - 89 •C 

(6) Specific Rotation: 
[ag^:-88- (c = I.O.CHCI3) 

(7) Ultraviolet Absorption Spectrum: 
end absorption 
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(8) Infrared Absorption Spectrum: 



vCHCl3^ 
max 



3680. 3580, 3475, 3340. 2940, 2880. 2830, 1755. 1705. 1635. 1455. 1382. 1370. 1330, 1310. 1273. 1170. 
1135, 1093. 1050. 1020. 995. 970, 920. 867 cm"' 
(9) Nudear Magnetic Resonance Spectrum: 



«(ppin, CDCl3);j212.61 (s) cl88.57 (s) jl68.76 (s) 
1211.87 (s),fl91.12 (s), 1170.18 (s) , 



jl63.11 (s) il40.28 (s) «135,62 (d) 
I16I.39 (s),tl39.37 (s),ll35. 



70 (d). 



1132.28 (s) 1130.09 (d) a22.50 (d) 

U3I.34 (s), 1130.00 (d), 1123.23 (d) , 

116.48 (t), i99.16 (s) 184.42 (d) 

'99.11 (s), 484.48 (d) , 



i78.60 
I79.86 
57.52 

^53.45 
153.26 
t44.47 
145.23 
(33.10 
I34.I7 
i30.80 
*30.66 
%25.43 
124.40 
S 9.85 
llO.OO 



(d) 
(d) , 
(q). 

(d) 
(d) , 

(t), 

(d) 

(d) , 

(t) 

(t), 

(t) 

(t), 

(q) 

(q) 



J76.73 
I77.33 
156.56 
{56.48 
t49.15 
149.73 
i41.40 
t40.40 
f32.81 
I32.29 
28.60 

118.93 
120.57 



(d) 
(d) , 

(q) 
(q) , 
(t) 
(t) , 
(d) 
(d) , 
(t) 
(t) , 
(t), 

(q) 

(q> r 



59.97 
60.45 
56.14 
55.97 
48.46 
47.62 
^35.19 
I35.ll 
/ 31.53 
I 31.33 
»26.03 
'26.98 
tl4.09 
I13.95 



(d) 
(d) , 

(q) 

(q), 

(t) 
(t) , 

(d) 
(d) , 
(t) 
(t), 
(d) 
(d) , 

(q) 



the chart of which being shown in Figure 5, 
(10) <H Nuclear Magnetic Resonance Spectrum: 
the chart of which being shown in ngure 6, - 
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(11) Thin Layer Chromatography: 



Stationary Phase 


Developing Solvent 


Rf Value 


silica gel plate 


ethyl acetate 


0.34 



(12) Property of the Substance: 
neutral substance 

With regard to the FR-900525 substance. It Is to be noted that in case of measurements of and 
nuclear magnetic resonance spectra, this substance showed pairs of the signals in various chemical shifts, 
however, in case of measurements of the thin layer chromatography and the high performance liquid 
chromatography, the FR-900525 substance showed a single spot in the thin layer chromatography and a 
single peak in the high performance liquid chromatography, respectively. 

From the above physical and chemical properties and the success of the determination of the chemical 
structure of the FR-900506 substance, the FR-900525 substance could be determined to have the following 
chemical structure. 




16-AIIyl-1 ,13-dihydroxy-1 H2-(4-hydroxy-3-methoxycyclohexyl)-1 -metiiylvtnyl>22,24-dim 
tetramethyM0.27-dioxa-4-azatricyclo[21.3.1.0^]heptacos-17-ene-2,3,9,15-tetraone 

[B] The FR-900520 and FR-900523 substances of this invention can be produced by fermentation of FR- 
900520 and/or FR-900523 substance(s)-producing strain belonging to the genus Streptomyces such as 
Streptomyces hygroscopicus sufc)sp. vakushlmaensis No. 7238 in a nutrient medium. 
A furttier object of the present invention is to provide a biological biocutture of the microorganism 
Streptomyces hygroscopicus susp. yakushlmaensis No. 7238. 

THE MICROORGANISM 

The microorganism which can be used for the production of the FR-900520 and/or FR-900523 
substances is FR-900520 and/or FR-900523 substance(s)-producing strain belonging to the genus Strep- 
tomyces , among which Streptomyces hygroscopicus subsp. yakushlmaensis No. 7238 has been newly 
Isolated from a soil sample collected at Yakushima, Kagoshima Prefecture, Japan. 

A lyophiiized sample of the newly isolated Streptomyces hygroscopicus subsp. yakushlmaensis No. 
7238 has been deposited with the Fermentation Research Institute. Agency of Industrial Science and 
Technology (No.1-3, Higashi 1-chome. Yatabemachi, Tsukuba-gun. Ibaraki Prefecture. Japan) under the 
number of PERM P-8043 (deposited date: January 12th, 1985), and then converted t Budapest Treaty 
route of ttie same depository on October 19. 1985 under the new deposit number of PERM BP-928. 
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It is to be understood that the production of the nov I FR-900520 and FR-900523 substanc s is not 
limited to the use of the particular organism described herein, which is given for the illustrative purpose 
only. This invention also includes the use of any mutants which are capable of producing the FR-900520 
and/or FR-900523 substance(s) including natural mutants as well as artificial mutants which can be 
produced from the described organism by conventional means such as irradiation of X-rays, ultra-violet 
radiation, treatment with N-methyl-N*-nitro-N-nitrosoguanidine, 2-aminopurlne. and the like. 

The Streptomyces hygroscopicus subsp. yakushimaensis No. 7238 has the following morphological, 
cultural, biological and physiological characteristics. 

[1] Morphological Characteristics: 

The methods described by Shirting and Gottlieb (Shirling. E. B. and D. Gottlieb: Methods for 
characterization of Streptomyces species. International Journal of Systematic Bacteriotogy, 16. 313 - 340. 
1966) were employed principally for this taxonomic study. 

Morphological observations were made vvith light and electron microscopes on cultures grown at 30*0 
for 14 days on oatmeal agar, yeast-malt extract agar and inorganic salts-starch agar. The mature 
sporophores vyere moderately short and formed Retinaculiaperti and Spirales with about 20 spores in each 
chain. Hygroscopic spore mass were seen in the aerial mycelia on oatmeal agar and inorganic salts-starch 
agar. Surface inregularities on spores were intermediate between very short, thick spines and warts. 

[2] Cultural Characteristics: 

Cultural characteristics were observed on ten kinds of media described by Shirling and Gottlieb as 
mentioned above, and by Waksman (Waksman. S. A.: The actinomycetes. vol. 2: Classification, identifica- 
tion and description of genera and species. The Williams and Wilkins Co.. Baltimore. 1961), 

The incubation was made at 30*C for 14 days. The color names used in this study were based on 
Guide to Color Standard (manual published by Nippon Shikisai Kenkyusho. Tokyo). Colonies belonged to 
the gray color series when grown on oatmeal agar, yeast-malt extract agar and inorganic salts-starch agar. 
Soluble pigment was not produced in the examined media. The results are shown in Table 4, 
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The cell wall analysis was performed by the methods of Becker et al. (Becker. B.. M. P. Lechevaller, R, 
55 E. Gordon and H. A. Lechevaller: Rapid differentiation between Nocardia and Streptomyces by paper 
chromatography of vvhole cell hydrolysates: Appl. Microbiol.. 12. 421-423, 1964) and Yamaguchi 
(Yamaguchi. T.: Comparison of the cell wall composition of morphologically distinct actin myc t s: J. 
Bacteriol.. ^. 444-453, 1965). Analysis of whole cell hydrolysates of the strain Mo. 7238 showed the 
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pr s nc of LL-diaminopimefic add. Accordingly, th cell wall of this strain Is believed to be of type I. 

[3] Biological and Physiological Properties: 

Physiological properties of the strain No. 7238 were determined according to the methods descrlt)ed by 
Shirling and Gottlieb as mentioned at)ove. The results are shown in Table 5. Temperature range and 
optimum temperature for growth were determined on yeast-malt extract agar using a temperatui^^ gradient 
incubator (made by Toyo Kagaku Sangyo Co.. Ltd.). Temperature range for growth was from 18 to 36* C 
with optimum temperature at 28*C. Starch hydrolysis and gelatin liquefaction were positive. No melanoid 
pigment was produced. 
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Utilization of caiton sources was examinecj according to the methcxJs of Pridham and Gottiieb 
• 55 (Pridham. T. G. and D. Gottlieb: The utilization off carbon compounds by some Actinomycetales as an aid 
for species determination: J. Bacterid.. 56. 107-114. 1948). The growth was observed after 14 days 
incubation at 30* C. 
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Summarized caiix)n sources utilization of this strain is shown in Tab! 6. OGIucos . sucrose, lactos . 
maltose, D-trehalose. inositol, inulin and salidn could be utilized by the strain No. 7238. 



Table 6 



5 



Carbon Sources Utilization of Strain No. 7238, Streptomyces antimycoticus IFO 12839 and Stre^omyces 


hygroscopicus subsp. glebosus IFO 13786 


Carbon Sources 


No. 7238 


IFO 12839 


IFO 13786 


OGIucose 


+ 


+ 


-I- 


Sucrose 






4- 


Glycerin 






+ 


D-Xylose 




± 


+ 


D-Fructose 




+ 


+ 


Lactose 


+ 


+ 


- 


Maltose 


+ 




+" 


rtnamnose 




+ 




Raffinose 








D-Galactose 


- 


+ 


+ 


L-Arabinose 




± 




D'Mannose 




+ 


+ 


D-Trehalose 


+ 


± 


+ 


Inositol 


+ 


+ 


+ 


D-Mannitol 




+ 


+ 


InuHn 


+ 


+ 




Cellulose 








Sallcin 


+ 


+ 




Chitin 


± 






Sodium Citrate 








Sodium Succinate 




+ 


+ 


Sodium Acetate 








Symt>ols: 








•1- : utilization 








± : doubtful utilization 








- : no utilization 









Microscopic studies and cell wall coniposition analysis of the strain No. 7238 indicate that this strain 
40 belongs to the genus Streptomyces Waksman and Henric1 1943, 

Accordingly, a comparison of this strain was made with various Streptomyces species in the light of the 
published descriptions [International JoumaJ of Systematic Bacteriology, 18, 69 to 189. 279 to 392 <1968) 
and 19. 391 to 512 (1969). and Bergy's Manual of Detenminative Bacteriology 8th Edition (1974)]. 

As a result of the comparison, tiie strain No. 7238 is considered to resemble Streptomyces an- 
45 timycoticus Waksman 1957 and Streptomyces hygroscopicus subsp. glebosus Ohmori. et al. 1962. 
Therefore, the cultural characteristics of the strain No. 7238 were furtiier compared with the conresponding 
Streptomyces antimycoticus IFO 12839 and Streptomyces hygroscopicus subsp. glebosus IFO 13786 as 
shown in the above Tables 4. 5 and 6. From further comparison, the strain No. 7238 couM be differentiated 
from Streptomyces antimycoticus IFO 12839 and Streptomyces hygroscopicus subsp. glebosus IFO 13786 
50 in the following points. 

(i) Difference from Streptomyces antimycoticus IFO 12839 

Cultural characteristics of the strain No. 7238 are different from the Streptomyces antimycoticus IFO 
55 12839 on yeastHmalt extract agar, glucose-asparagine agar, glycerin-asparagine agar, potato^extrose agar 
and tyrosine agar. 

In cartxm sources utilization, the strain No. 7238 can utilize maltose, but the Streptomyces an- 
timycoticus IFO 12839 can not utifize it And, the strain No. 7238 can not utilize glycerin. D-fructose. 
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rhamnos . raffinose, D-galactose, Omannose, mannitol and sodium succinate, but the Str ptomyc s 
antinnycoticus IFO 12839 can utilize them. 

(ii) Difference from Streptomyces hygroscopicus subsp. glebosus IFO 13786 

5 

Cultural characteristics of the strain No. 7238 are different from the Streptomyces hygroscopicus subsp. 
glebosus IFO 13786 on yeast-malt extract agar, potato-dextrose agar and tyrosine agar. ^ 

Milk peptonization of the strain No. 7238 is negative, but that of the Streptomyces hygroscopicus 
sut>$p. glebosus IFO 13786 is positive. The strain No. 7238 can grow In the presence of 7% NaCI. but the 
10 Streptomyces hygroscopicus subsp. gletx)sus IFO 13786 can not grow under the same condition. 

tn carbon sources utilization, the strain No. 7238 can utilize lactose, inuiin and sallctn. but the 
Streptomyces hygroscopicus subsp. glebosus IFO 13786 can not utilize them. And. the strain No. 7238 can 
not utilize glycerin, D-xylose, Ofructose, raffinose, D-galactose. D-mannose, mannitol and sodium suc- 
cinate, but the Streptomyces hygroscopicus subsp. glebosus IFO 13786 can utilize them. 
T5 However, the strain No. 7238 forms hygroscopic spore mass in the aerial mycelia on oatmeal agar and 
inorganic salts-starch agar, and further morphological and cultural characteristics of the strain No. 7238 are 
similar to the Streptomyces hygroscopicus subsp. glebosus IFO 13786. Therefore, the strain No. 7238 is 
considered to be\ong to Streptomyces hygroscopicus , but the strain No. 7238 is different from the 
Streptomyces hygroscopicus subsp. glebosus IFO 13786, though this l(nown strain is the most similar to the 
'20 strain No. 7238 in Streptomyces hygroscopicus sut)spedes. From the at)ove facts, the strain No. 7238 is 
considered to be a new spedes of Streptomyces hygroscopicus and has been designated as Streptomyces 
hygroscopicus subsp. yakushlmaensis subsp. nov.. referring to ttie soil collected at Yakushlma. from which 
the organism was isolated. 

25 PRODUCTION OF FR-900520 and FR-900523 SUBSTANCES 

The novel FR-900520 and/or FR-900523 substance(s) of can be produced by culturing FR-900520 
and/or FR-900523 substance(s)-produclng strain belonging to the genus Streptomyces (e.g. Streptomyces 
hygroscopicus subsp. yakushlmaensis No. 7238, FERM BP-928) in a nutrient medium. 
30 In general, the FR-900520 and/or FR-900523 substance(s> can be produced by culturing the FR-900520 
and/or FR-900523 sut)stance<s)-produdng strain in an aqueous nutrient medium containing sources of 
assimilable cart>on and nitrogen, preferably under aerobic conditions (e.g. shaking culture, submerged 
culture, etc.). 

The preferred sources of cartx>n in the nutrient medium are carix>hydrates such as glucose, sucrose, 

35 lactose, glycerin, starch, dextrin, and the like. Other sources which may be included are maltose, D- 
trehalose, inositol, inuiin. salicin, and the like. 

The preferred sources of nitrogen are yeast extract, peptone, gluten meal, cottonseed meal, soybean 
meal, com steep liquor, dried yeast, wheat germ, feather meal, peanut powder etc., as well as inorgank: and 
organic nitrogen compounds such as ammonium salts (e.g. ammonium nitrate, ammonium sulfate, ammo- 

40 nium phosphate, etc.). urea, amino add. and the like. 

The cartx>n and nitrogen sources, though advantageously employed in combination, need not be used 
in their pure form, tiecause less pure materials which contain traces of growth factors and considerable 
quantities of mineral nutrients, are also suitable for use. When desired, there may be added to the medium 
mineral salts such as sodium or calcium cart)onate. sodium or potassium phosphate, sodium or potassium 

45 chkMTide, sodium or potassium iodide, magnesium salts, copper salts, cobalt salt and the like, if necessary, 
espedally when the culture medium foams seriously, a defbaming agent, such as liquid paraffin, fatty oil, 
plant oil, mineral oil or silicone may be added. 

As the conditions for the production of the FR-900520 and FR-900523 substances in massive amounts, 
submerged aerobic cultural conditions are preferred therefor. For the production in small amounts, a 

50 shaking or surface culture in a flask or txrttle is employed. Furthermore, when the growth is carried out in 
large tanks, it is preferable to use the vegetative form of the organism for inoculation in the production tanks 
in order to avoid growth lag in the process of production of th FR-900520 and FR-900523 substances. 
Accordingly, it Is desirable first to produce a vegetative inoculum of the organism by inoculating a relatively 
small quantity of culture medium with spores or mycelia of the organism and culturing said inoculated 

55 medium, and then to transfer the cultured vegetative inoculum aseptically to large tanks. The medium, in 
which the vegetative Inoculum Is produced. Is substantially the same as or different from the medium 
utilized f r th production of th FR-900520 and FR-900523 substances. 
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10 



75 



20 



Agitation and aeration of the cultur mixture may be accomplished in a variety of ways. Agitation may 
be provided by a propeller or similar mechanical agitation equipment, by revolving or shaking the fermentor, 
by various pumping equipm.nt r by the passag of sterile air through th medium. Aeration may be 
effected by passing sterile air through the fermentation mixture. 

The fermentation is usually conducted at a temperature between about 20* C and 40 *C. preferably 25> 
35*0, for a period of about 50 hours to 150 hours, which may be varied according to fermentation 
conditions and scales. ^ 

Thus produced FR-900520 and/or FR-900523 substance(s) can t>e recovered from the culture medium 
by conventional means which are commonly used for the recovery of other known t>iologically active 
sut)stance$. The FR*900520 and FR-900523 substances produced are mainly found in the cultured 
mycelium, and accordingly the FR-900520 and FR'-900523 substances can be isolated and purified from the 
mycelium, which are obtained by filtering or centrifuging the cultured broth, by a conventtonal method such 
as concentration under reduced pressure, lyophilization. extraction witii a conventional solvent. pH adjust- 
ment treatment with a conventional resin (e.g. anion or cation exchange resin, non-ionic adsorption resin, 
etc.), treatment with a conventional ddsort>ent (e.g. activated charcoal, silicic add, silica gel, cellutose, 
alumina, etc.). crystallization, recrystallization, and the like. 

Particularly tiie FR-800S20 substance and the FR-900523 substance can be separated by dissolving the 
materials containing tx)th products produced by fermentation in an appropriate solvent such as ethyl 
acetate, n-hexane. and tfie like, and then by subjecting said solution to chromatography, for example, on 
silica gel in a column with an appropriate organic solvent such as ethyl acetate and n-hexane. or a mixture 
thereof. And each of the FR-900520 substance and the FR-900523 substance thus separated can be further 
purified by a conventional method, for example, recrystallization, re-chromatography. high performance 
liquid chromatography, and the like. 



25 PHYSIOLOGICAL AND CHEMICAL PROPERTIES OF FR-900520 and FR-900523 SUBSTANCES 

FR-900520 Substance 

(1) Form and Color: 
30 coloriess plates 
(2) 





Elemental Analysis: 


35 


C: 


64.81 %. 


H: 


8.82 %. 


N: 


1.55 % 



SO 



(3) Color Reaction: 

Positive: cerium sulfate reaction, sulfuric add reaction. Ehriich reaction, Dragendorff reaction and 

Iodine vapor reaction 
Negative: ferric chloride reaction, ninhydrin reaction and Molish reaction 

(4) Solubility: 

Soluble : methanol, ethanol, acetone, etiiyl acetate, chlorofonn. diethyl ether and ben- 

zene 

Sparingly Soluble: n-hexane, petroleum ether 
Insoluble: water 

(5) Melting Point 
163-165 -C 

(6) Specific Rotation: 
[a]§3:^.f (c = I.O.CHCb) 

(7) Ultraviolet At>sorption Spectrum: 
end absorption 

(8) Infrared Absorption Spectrum: 



55 



^CHCl3 
max 



3680. 3575. 3520. 2940. 2875. 2825. 1745. 1725, 1700. 1647, 1610(sh), 1452. 1380, 1350, 1330, 1285. 
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1170, 1135. 1090, 1030, 1005, 990, 980(sh), 960(sh), 913, 908 sh) cm-< 
(9) ^^C Nuclear Magnetic Resonance Spectrum: 



CDCI3) : 213.04 (s), 1196.21 

1193.23 
il64.92 (s) <138.67 
^165. 97 (s) , I139.53 
(130.20 (d) (123.42 
U30.08 (d) , U23.59 
84.37 (d), (77.80 
I78.24 
73.92 (d) , 73.69 



(s) 1169.07 (s) 
(s),ti68.85 

(s) ^32. 46 (s) 

(s), (131.98 (s), 

(d) i97.28 (s) 

(d), 198.75 (s), 

(d) t75.53 (d) 

(d), 176.98 (d) , 

(d), .73.11 (d) 

*72.72 (d) , 



t70.11 (d) 57.02 

U9.2I (d) , 

i56.23 (q) ^56. 72 

155.98 (q) , I52.9I 

$48.90 (t) |40.19 

U8.57 (t) , Uo.63 

$26.51 (d) 24.60 

^6.44 (d) , 

(20.47 (q) J16.21 

U9.75 (q) , I15.97 

S14.04 (q) 11.68 

I14.I6 (q). 



(q), J56.60 (q) 

^57.43 (q) , 

(d) t55.10 (d) 

(d) , 154.90 (d) , 

(d) 127.67 (t) 

(d), I26.32 (t), 

(t), J21.19 (t) 

120.86 (t) , 

(q) (15.83 (q) 

(q) , U5.94 (q) , 

(q), i9.64 (q) 

U.93 (q). 



the chart of which twing shown in figure 7, 

(10) Nuclear Magnetic Resonance Spectrum: 
the chart of which being shown in figure 8, 

(11) Thin Layer Chromatography: 



Stationary Phase 


Developing Solvent 


Rf Values 


silica gel plate 


chloroform 

: methanol (20:1 , v/v) 

ethyl acetate 


0.38 
0.51 



(12) Property of the Substance: 
neutral sutistance 
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. With regard to the FR-900520 substance, it is to be noted that in case of measur ments of '^C and 
nuclear magnetic resonance spectra, this substance shows pairs of the signals in various chemical shifts, 
however. In case of measurem nts of the thin lay r chromatography and th high performance liquid 
chromatography, the FR-900520 substance showed a single spot in the thin layer chromatography and a 
s single pealc in the high performance liquid chromatography, respectively. 

From the at>ove physical and chemical properties and the success of the determination of the chemical 
structure of the FR-900506 substance, the FR-900520 substance could be detemnined to have tfM^foilowing 
chemical structure. 



75 



20 



25 




30 OCHj OCHj 

1 7-Ethyl-1 .1 4-dihydroxy-1 2-[2-(4-hydroxy-3-methoxycyclohexyl)-1 -methylvinyll-23,25-dimethoxy- 
1 3.1 9,21 ,27-tetramethy 1-1 1 .28<lioxa-4-azatricyclo(22^.1 ,0*-^]octacos-1 8-ene-2.3.1 0.1 6-tetraone 

35 

FR-900523 Substance 

(1) Form and Color: 
colorless needles 
40 (2) 



Elemental Analysis: 


C: 


64.57 %, 


H: 


8.84 %. 


N: 


1.81 % 



(3) Color Reaction: 

Positive: cerium sulfate reaction, sulfuric acid reaction, Ehriich reaction. Oragendorff reaction and 

iodine vapor reaction 
Negative: fenic chloride reaction and ninhydrin reaction 

(4) Solubility: 

Soluble : methanol, ethanol. acetone, ethyl acetate, chloroform, diethyl ether and ben- 

zene 

Sparingly Soluble: n-hexane and petroleum ether 
Insoluble : water 

(5) Melting Point: 
152-154 'C 

(6) Specific Rotation: 

[a]§3 : -73.0' (C = 0.65. CHCb) 
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(7) Ultraviol t Absorption Spectrum: 
end absorption 

(8) Infrared Absorption Spectrum: 



VCHCI3 , 

mast 



3670. 3580, 3510, 2930, 2875. 2825, 1745, 1722. 1700, 1647. 1450, 1380. 1350. 1330. 1307. 1285, 1170. 
1135, 1090. 1050. 1030. 1000. 990. 978. 960. 930. 915. 888. 870. 850 cit)-< 
(9) ^^C Nuclear Magnetic Resonance Spectrum: 



«(ppm, CDCI3) : r213.82 (s) il96.31 (s) «168.96 (s) 

»213.32 (s),ll93.34 (s), (168. 85 (s) , 

fl64.84 (s) 1I37.8O (s) fl32.89 (s) 

'165.98 (s), '138.41 (s),*131.96 (s) , 

fl29.62 (d) a24.51 (d) j97.13 (s) 

J130.03 (d), 1124.84 (d) , 198.67 (s) , 

84.38 (d), |76.69 (d) i75.45 (d) 

178.06 (d) , 176.91 (d) , 

73.89 (d) 73.70 (d) , ,73.09 (d) 



i73.70 (d), (72.84 (d) , 

\70.40 (d) ,56.75 (d) i56.93 (q) 

169.24 (d), 152.89 (d) , 157.43 (q) , 

t56.61 (q) 156.24 (q) i48.58 (t) 

156,56 (q), 155.94 (q) , U8.32 (t) , 

147.14 (d) C40.23 (d) t27.85 (t) 

(47.38 (d), 140.65 (d) , (26.32 (t) , 

t26.48 (d) 24.68 (t) , c21.33 (t) 

(26.64 (d), (20.83 (t) , 



t20.63 (q) 

tl9.77 (q), 

J15.51 (q) 

1x5.96 (q) , 



,16.24 (q) 

he. 34 (q) , 

tl4.31 (q) 

il4.18 (q). 



.15.70 (q) 

115.96 (q) , 

J 9.64 (q) 

I1O.O4 (q) , 



the chart of vvhich twing shown in Figure 9. 

(10) *H Nudear Magnetic Resonance Spectrum: 
the chart of which t)eing shown in Figur 10. 

(11) Thin Layer Chromatography: 
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Stationary Phase 


Developing Solvent 


Rf Values 




chloroform 






:methanol 


0.38 


silica gel plate 


(20:1. v/v) 






ethyl acetate 


0.51 



(12) Property of the Sut)stance: 
neutral substance 

With regard to the FR-900523 substance, it is to be noted that In case of measurements of and 
nuclear magnetic resonance spectra, this substance shows pairs of the signals in various chemical shifts, 
however, in case of measurements of the thin layer chromatography and the high performance liquid 
chromatography, the FR-900523 substance showed a single spot in the ithin layer chromatography and a 
single peak In the high performance liquid chromatography, respectively. 

From the above physical and chemical properties and the success of the determination of the chemical 
structure of the FR-900506 substance, the FR-900523 substance could be detemnined to have the following 
chemical structure. 



25 



30 



35 




. OCH- OCH 



1 .1 4-Dihydroxy-1 2-[2-(4-hydro)cy-3-methoxycyclohexyl)-1 -methy lvinyl]-23,25-dimethoxy-13,l 9,1 7^1 ,27- 
pentamethyl-1 1 .2a<lioxa-4-azatricyclo[22.3.1 .O^-^Joctacos-l 8-ene-2,3.1 0,1 6-tetraone 

III] Synthetic Processes : 

(1) Process 1: (Introduction of Hydroxy-Protective Group) 

The compound (lb) can be prepared by introducing a hydroxy-protective group Into the compound (la). 

Suitable introducing agent of the hydroxy-protective group used in this reaction may be a conventional 
one such as di(Ci-C6)alkyl sulfoxide, for example. Ci-Cs alkyi methyl sulfoxide (e.g. dimethyl sulfoxide, 
ethyl methyl sulfoxide, propyl methyl sulfoxide, isopropyl methyl sulfoxide, butyl methyl sulfoxide, isobutyl 
methyl sulfoxide, and hexyl methyl sulfoxkle). trisubstituted silyl compound such as tri(Ci-C6)alkylsilyl 
halide (e.g. trimethylsilyl chtoride. triethylsilyl bromide, tributylsilyl chtoride. and tert-butyWimethylsilyl 
chloride), Ci-Cs-alkyl-diarylsllyl halide (e.g. methyl-diphenylsilyl chloride, thyl-diphenylsilyl bromide, pro- 
pyhdttolyisilyl chloride, and tert-butyl-diphenylsilyl chloride), and acytating agent which is capable of 
introducing the acyl group as mentioned before such as cartwxylic acid, sulfonic acid and their reactive 
derivative, for xample, an acid halide, an acid anhydride, an activated amide, and an activated ester. 
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Pr f rabi xample of such r activ derivative may includ acid chloride, acid bromide, a mix d acid 
anhydride with an acid such as substituted phosphoric acid (e.g. dialkylphosphoric acid, phenylphosphoric 
acid, diphenytphosphoric add, dibenzylphosphoric acid, and halogenated phosphoric acid), diaikytphosphor- 
ous acid, sutfurous acid, thiosutfuric acid, sulfuric acid, aikyi cartx>nate (e.g. methyl carbonate, ethyl 

5 cart)onate. and propyl carbonate), aliphatic carboxyllc acid (e.g. pivalic acid, pentanoic acid, isopentanoic 
acid. 2-ethylbutyric acid, and trichloroacetic trifluoroacetic acid), aromatic carboxylic acid (e.g. benzoic 
acid), a symmetrical add anhydride, an activated acid amide with a heterocyclic compourtd containing 
imino function such as imidazole, 4-substituted imidazole, dimethylpyrazole, triazole and tetrazole, or an 
activated ester (e.g. p-nitrophenyl ester, 2,4-dinitrophenyl ester, trichlorophenyl ester, pentachlorophenyl 

10 ester, mesylphenyl ester, phenylazophenyl ester, phenyl thioester, p-nitrophenyl thioester, p-cresyl 
thioester, carboxymethyl thioester. pyridyl ester, piperidinyt ester, 8-quinolyl thioester. or an ester with a N* 
hydroxy compound such as N.N-dimethylhydroxylamlne, 1-hydroxy-2-(1H)-pyridone. N-hydroxysucdnimlde. 
N-hydroxyphthalimide, 1-hydroxyt)enzotriazole, and 1-hydroxy-6-chlorobenzotriazole. 

In this reaction, in case that the di(Ci-(^)alkyl sulfoxide is used as- an introdudng agent of the hydroxy- 

15 protective group, the reaction is usually conducted in the. presence of lower alkanoic anhydride such as 
acetic anhydride. 

Further, in case that the trisubstituted sityl compound is used as. an introducing agent of the hydroxy- 
protective group, the reacUon is preferable conducted in the presence of a conventional condensing agent 
such as imidazole. 

20 Still further, in case that the acylating agent is used as an introdudng agent of the hydroxy-protective 
group, the reaction is preferably conducted In the presence of an organic or inorganic t>ase such as alkali 
metal (e.g. lithium, sodium, and potassium), alkaline earth metal (e.g. calcium), alkali metal hydride (e.g. 
sodium hydride), alkaline earth metal hydride (e.g. calcium hydride), alkali metal hydroxide (e.g. sodium 
hydroxide and potassium hydroxide), alkali metal carbonate (e.g. sodium carbonate and potassium car- 

25 tx>nate), alkali metal hydrogen cart>onate (e.g. sodium hydrogen caribonate and potassium hydrogen 
carbonate), alkali metal alkoxide (e.g. sodium methoxide. sodium ethoxide, and potassium tert-butoxide). 
alkali metal alkanoic acid (e.g. sodium acetate), trialkylamine (e.g. triethylamine, etc.). pyridine compound 
(e.g. pyridine, lutidine, picoline, and 4-N,N-dimethylaminopyridine), and quinollne. 

In case that the acylating agent is used in a free form or its salt in this reaction, the reaction is 

30 preferably conducted in the presence of a conventtonal condensing agent such as a cariixxliimide 
compound [e.g. N,N*-dicyclohexylcartx)diimide, N-cyclohexyhN'-(4-diethylaminocyclohexyl)cartKXliimide, 
N,N'-diethylcarbodiimide, N.N'-diisopropylcarbodiimide, and N-ethyl-N'-(3-dimethylaminopropyl)- 
carit)odiimide], a ketenimine compound (e.g. N.N'-carbonylbis(2-methylimidazole), pentamethyleneketene-N- 
cydohexylimine. and diphenylketene*N-cydohexylimine); an olefink: or acetylenk: ether compounds (e.g. 

35 ethoxyacetylene, ^-cyclovinylethyl ether), or a sulfonic add ester of N-hydroxybenzotriazole derivative [e.g. 
1 -(4-chlorobenzenesulfonyloxy)6-chloro-1 H-benzotriazole]. 

The reaction is usually conducted in a conventional solvent which does not adversely influence the 
reactkMi such as water, acetone, dichloromethane. alcohol (e.g. methanol and ethand), tetrahydrofuran, 
pyridine, or N.N-dimethylformamide or a mixture thereof, and further in case that the base or the 

40 introdudng agent of the hydroxy-protective group is in liquid, it can also be used as a solvent. 

The reaction temperature is not critical and the reaction is usually conducted under from cooling to 
heating. 

This process indudes, within a scope thereof, a case that during the reaction, the hydroxy group for 
of the compound (la) may occasionally be transformed into the conresponding protected hydroxy group in 
45 the object compound (lb). 

Further, this process also includes, within a scope thereof, a case that when the di(Ci-C6)alkyl sulfoxide 
is used as an introducing agent of the hydroxy-protective group in the presence of Ci-Cc alkanoic 
anhydride, the compound (la) having a partial structure of the formula: 



wherein is hydroxy, may occasionally be oxidized during the reaction to give the compound (lb) having a 
55 partial structure of tiie formula: 



50 




r 
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5 

¥^rein is hydroxy. 

<2) Process 2: (Introduction of Hydroxy-Protective Group) 

TO The compound (Id) can be prepared by introducing a hydroxy-protective group into the compound (Ic). 
The reaction can be conducted by substantially the same method as that of Process 1. and therefore 
the reaction conditions (e.g. base, condensing agent, solvent and reaction temperature) are refen^ed to 
those of Process 1 . 

This process includes, within a scope thereof, a case that during the reaction, the hydroxy group for 
75 of the compound (Ic) may frequently be transformed Into the conresponding protected hydroxy group in the 
object compound (Id). 

(3) Process 3: (Formation of Double Bond) 

20 The compound (IQ can be prepared by reacting the compound (le) with a base. 

Suitable base to be used in this reaction may Include one as exemplified in Process 1. 

This reaction can also be conducted by reacting the compound (le), where R^ is hydroxy, with an 
acylating agent in the presence of a base. 

The reaction is usually conducted in a conventional solvent which does not adversely influence the 
25 reaction such as water, acetone, dichloromethane, alcohol (e.g. methanol, ethanol, and propanol), 
tetrahydrofuran. pyridine, or N.N-dimethytformamlde. or a mixture tiiereof, and furtiier in case that the base 
is in liquid, it can also be used as a solvent 

The reaction temperature is not critical and the reaction is usually conducted under from cooling to 
heating. 

30 

(4) Process 4: (Oxidation of Hydroxyethyfene Group) 

The compound (Ih) can be prepared by oxidizing the compound (Ig). 

The oxidizing agent to be used in this reaction may include di(Ci-CG)alkyl sulfoxide such as those ghren 
35 In Process 1. 

This reaction is usually conducted in the presence of lower alkanac anhydride such as acetic anhydride 
in a conventional solvent which does not adversely influence the reaction such as . acetone, dich- 
loromethane. ethyl acetate, tetrahydrofuran, pyridine, N,N-dimethylformamide, or a mixture thereof, and 
further in case that the lower alkanoic anhydride is in liquid, it can also be.used as a solvent 
40 The reaction temperature is not critical and ttie reaction is usually conducted under from cooling to 
heating. 

This process includes, within a scope thereof, a case that during the reaction the hydroxy group for R^ 
of the starting compound (Ig) may occasionally be transformed into 1-(Ci-C6 alkyltiiio) (Ci-C6)alkyloxy 
group in tfie object compound (Ih). 

45 

(5) Process 5 (Reduction of Allyl Group) 

The compound (Ij) can be obtained by reducing the compound (li). 

Reduction in this process can be conducted by a conventional method which is capable of reducing an 
so allyl group to a propyl group, such as catalytic reduction. 

Suitable catalysts used in catalytic reduction are conventional ones such as platinum catalysts (e.g. 
platinum plate, spongy platinum, platinum black, coltoidal platinum, platinum oxide, and platinum wire), 
palladium catalysts (e.g. spongy palladium, palladium black, palladium oxide, palladium on cartx»n. coltoidal 
palladium, palladium on t>arium sulfate, and palladium on l>arium cart)onate). nickel catalysts (e.g. reduced 
55 nickel, nickel oxide. Raney nickel), cobalt catalysts (e.g. reduced cobalt and Raney cobalt), iron catalysts 
(e.g. reduced iron and Raney iron), or copper catalysts (e.g. reduced copper, Raney copper and Ullman 
copper). 
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The reduction is usually conducted in a conventional solvent which do s not advers ly influence th 
reaction such as water, methanol, ethanol, propanol; pyridine, ethyl acetate, N,N-dimethylformamide. 
dichioromethane, or a mixture thereof. 

The reaction temperature of this reduction is not critical and the reaction is usually conducted under 
5 from cooling to warming. 

The object tricycio compounds (I) obtained according to the synthetic processes 1 to 5 as explained 
above can be isolated and purified in a conventional manner, for example, extraction, precipitatton, fractional 
crystallization, recrystallization. or chromatography. 

Suitable salts of the compounds (1) and (lb) to (Ij) may include pharamaceutically acceptable salts such 
TO as basis salts, for example, alkali, metal salt (e.g. sodium salt and potassium salt), alkaline earth metal salt 
(e.g. caldum salt and magnesium salt), ammonium salt, amine salt (e.g. trfethylamine salt and N-benzyl-N- 
methylamine salt), and other conventional organic salts. 

It is to be noted that in the aforementioned reactions in the synthetic processes 1 to 5 or the post- 
treatment of the reaction mixture therein, the conformer and/or stereo isomer(s) due to asymmetric cart>on 
15 atom($) or double bond(s) of the starting and object compounds* may occasionally be transformed into the 
other conformer and/or stereoisomer(s). and such cases are also irwluded within the scope of the present 
invention. 

The tricycio compounds (I) of the present invention possess pharmacological activities such as 
immunosuppressive activity and antimicrobial activity, and tiierefore are useful for the treatment and 
20 prevention of the resistance by transplantation of organs or tissues such as heart, kidney, liver, medulla 
osslum, or skin, graft-versus-host diseases by medulla ossium transplantation, autoimmune diseases such 
as rheumatoid arthritis, systemic lupus . erythematosus. Hashimoto's thyroiditis, multiple sclerosis, 
myasthenia gravis, type I diabetes, or uveitis, or infectious diseases caused by pathogenic microorganisms. 
A further object of the present Invention is to provide a pharmaceutical composition containing tricycto 
25, compounds (I) as active ingredients in association with a pharmaceutical acceptable substantially non- 
toxicarreer or excepient. 

As examples for showing such pharmacological activities, some pharmacological test data of the 
tricycio compounds are illustrated in tiie following. 



30 Test 1 

Suppression of Tricycio (impounds (1) in in vitro Mixed Lymphocyte Reaction (MLR) 

The MLR test was performed in microtiter plates, with each well containing 5 x 10^ C57BL/6 responder 
35 cells (H-2'*). 5 X 10^ mitomycin C treated (25ug/ml mitomycin C at 37 *€ for 30 minutes and washed three 
times with RPM1 1640 medium) BALB/C stimulator cells (H-2**) in 0.2 ml RPMI 1640 medium supplemented 
with 10% fetal calf serum, 2mM sodium hydrogen carbonate, penicillin (50 unit/ml) and streptomycin (50 
ug/ml). The cells were incubated at 37 *C In humidified atnrK)sphere of 5% carbon dioxide and 95% of air 
for 68 hours and pulsed with ^H-thymidine (0.5 uCi) 4 hours before the cells were collected. The object 
40 compound of this invention was dissolved in ethanol and further diluted in RPM1 1640 medium and added to 
the cultures to give final concentrations of 0.1 ug/ml or less. 

The results are shown in Tables 7 to 10. The trteycio compounds of the present invention suppressed 
mouse MLR. 



45 Table 7 



Effect of tfie FR-900506 Substance on MLR 


FR-900506 concentration (ng/ml) 


Radioactivities (mean C.P.M.± S.E.) 


Suppression (%) 


iCso (ng/ml) 


2.5 


54±4 


99.5 




1.25 


168 ±23 


98.3 




0.625 


614157 


93.8 




0.313 


3880 ±222 


60.9 


0.26 


0.156 


5490 + 431 


44.7 




0.078 


7189 ± 365 


27.6 




0 


9935 ± 428 
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Table 8 



Effect of FR-900520 Substance on MLR 


FR-900520 concentration (ng/ml) 


Radioactivities (mean C.P.M.± S.E.) 


Suppression (%) 


ICso (ng/ml) 


100 


175 i 16 


99.2 




10 


515 ±55 


97.8 




1 


2744 + 527 


88.1 


0.38 


0.500 


9434 ±1546 


59.2 




025 


14987 ± 1786 


35.1 




0 


23106 ± 1652 


0 





75 Table 9 



25 



35 



Effect of FR-900523 Substance on MLR 


FR-900523 concentration (ng/ml) 


Radioactivities (mean C.P.M.± S.E.) 


Suppression (%) 


ICso (ng/ml) 


100 


25 ± 12 


99.9 




10 


156 ± 37 


99.3 




1 


5600 ± 399 


75.8 


0.5 


0.500 


11624 ±395 


49.7 




0.250 


17721 ± 1083 


23.3 




0 


23106 ± 1052 


0 




Table 10 


Effect of the FR-900525 Substance on MLR 


FR-900525 concentration (ng/ml) 


Radioactivities (mean C.P.M.± S.E.) 


Suppression (%) 


ICso (ng/ml) 


100 


469 ±56 


97.0 




10 


372 ± 32 


97.6 




5 


828 ±369 


94.7 


1.55 


2.5 


3564 ± 512 


77.4 




1.2 


10103 ± 421 


35.8 




0 


15741 1411 







Test 2 



45 Antimicrobial activities of Trlcyclo Compounds (I) 

Antimicrobial activities of the trlcyclo compounds (1) against various fungi were determined by a serial 
agar dilution method in a Sabouraud agar. Minimum inhibitory concentrations (MIC) were expressed in 
tenfns of ug/ml after incut)ation at 30 * C for 24 hours. 
50 Tricycio compounds of the present invention showed antimicrobial activities against fungi, for example, 
Aspergillus fumlgatus IFO 5840 and Fusarium oxysporum IFO 5942 as descrit>ed in the following Tables 11 
and 12. 



55 
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TabI 11 



MIC values (ug/ml) of Tricycio Compounds (1) against Aspergillus fumigatus IFO 5d40 


Substances 


MIC (ug/ml) • 


FR-900506 


0.025 ^ 


FR-900520 


0.1 


FR-900523 


0.3 


FR-900525 


0.5 



Table 12 



MIC values (ug/ml) of Tricycio Compounds (1) of against Fusarium oxysporum 


Substances 


MIC (ug/ml) 


FR-900506 


0.05 


FR-900525 


1 



25 Test 3 

Effect of Tricycio Compounds (I) on Skin Allograft Survival in Rats 

Vental allografts from donor (Rscher) rats were grafted onto the lateral thoracic area of recipient (WKA) 
30 rats. The dressings were removed on day 5. The grafts were Inspected daily until rejection which was 
defined as more than 90% necrosis of the graft epitherium. 

The FR-900506 substance was dissolved in olive oil and administered intramusculariy for 14 consecu- 
tive days, beginning at the day of transplantation. 

As shown in Table 13, all skin allografts were rejected within 8 days in rats treated with olive oil 
35 intramuscularly for 14 consecutive days, but daily treatment with the FR-900506 substance clearly 
. prolonged skin allograft survival. 

Table 13 



Effect of FR-900506 Substance on Skin Allograft Survival 




Dose (fng/kQ) 


Number of Animals 


Skin Allograft Survival Day 


Control (olive oil) 




11 


7.7.7.7.7.7,8.8.8.8,8 


FR-900506 


1 


8 


19.19,19.20^1.21.22.22 


Substance 










3.2 


6 


22.23.23.26.27,35 




10 


5 


56.61,82.85.89 



60 

Test 4 

Effect of Tricyk) Compounds (I) on Type II Collagen-Induced-Arthritis in Rats 

^ Collagen was dissolved in cold 0.01 M acetic acid at a concentration of 2 mg/ml. Th solution was 
mulsified In an equal volume of incomplete Freund*s adjuvant. A total volume of 0.5 ml of the cold 
mulsion was injected intradermaliy at several sites on the back and one or two sites into the tail of fennale 
Lewis rats. The FR-900506 substance was dissolved in olive oil and administered orally. Control rats 
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immunized with same amount of type 11 collagen receiv d oral administrations of olive oil alone. Incid nc s 
of the arthritis were observed. 

The test results ar shown in Table 14. The inflammatory polyarthritis was induced in all rats treated 
with olive oil for 14 days starting on the same day as the type 11 collagen immunization. 
5 Daily treatment with the FR-900506 substance for 14 days gave complete suppression of arthritis 
induction during an observation period of 3 weeks. 

Table 14 



Effect of FR-900506 Substance on Type II Coltagen-induced-Arthritis in Rats 




Dose (mg/kg per day) 


Incidence of Arthritis 


Control (olive oil) 




5/5 


FR-900506 Substance 


3.2 


0/5 



Tests 

^ Effect of Tricylo Compounds (I) on Experimental Allergic Encephalomyelytis (EAE) in SJL/J Mice 

Spinal cord homogenate was prepared from SJL/J mice. The spinal cords were removed by Insufflation, 
mixed with an approximately equal volume of water and homogenized at 4* C. An equal volume of this cold 
homogenate (10 mg/ml) was emulsified with complete Freund's adjuvant (CFA) containing 0.6 mg/ml of 
Mycobacterium tuberculosis H37RA. 

EAE was induced by two injections of 0.2 ml of spinal cord-CFA emulsion into SJL/J mice on day 0 and 
day 13. All mice used in these tests were evaluated and scored daily for clinical signs of EAE. 

The severity of EAE was scored according to the following criteria: grade 1*decreased tail tone: grade 
2- a clumsy gait : grade 3- weakness of one or more limb: grade 4- paraplegia or hemiplegia. 
^ The FR-900506 substance was dissolved in olive oil and administered orally for 19 days starting on day 
0 (the day of first immunization). As shown in Table 15, the FR-900S06 sut>stance cleariy prevented the 
development of clinical signs of EAE. 

Table 15 

35 



Effect of FR-900506 Substance on Experimental Allergic Encephalomyelytis in SJL/J Mice 




Dose (mg/kg) 


Number of Animals with 
Disease at Day 24 


Control (olive oil) 




10/10 


FR-900506 Substance 


32 


0/5 



45 

Test 6 

Effect of Tricycle Compounds (I) on Local Graft-versus-Host Reaction (GvHR) in Mice 

50 The viable spleen cells (1X10^ cells) from C57BL/6 donors were injected subcutaneously into the right 
hind foot pad of BDFi mice to Induce local QvHR. The mice were killed 7 days later and both right (injected 
paw) and left (uninjected paw) popliteal lymph nodes (PLN) were weighed. The QvHR was expressed as the 
weight difference t>etween right and left PLN. 

The FR-900506 substance was dissolved in olive oil and administered orally for five days starting on the 
55 same day as sensitization. 

EDso Value of the FR-900506 substance for prevention of the kx^al graft-versus-host reaction was 19 
mg/kg. 
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Test/ 

Acute toxicities of Tricycio Compounds (I) 

5 Test on acute toxicities of the FR-900506. FR-90052a FR-900523 and FR''900525 substances in ddY 
mice by intraperitoneal injection were conducted, and the dead at dose of 100 mg/l<g could not be observed 

in each case. 

The pharmaceutical composition of this invention can be used in the form of a pharmaceutical 
preparation, for example, in solid, semisolid or liquid form, which contains the tricycio compounds (1) of the 

10 present Invention, as an active Ingredient in admixture with an organic or inorganic canier or excipient 
suitable for extemal. enteral or parenteral applications. The active ingredient may t>e compounded, for 
example, with the usual non-toxic, pharmaceutlcally acceptable carriers for tablets, pellets, capsules, 
suppositories, solutions, emulsions, suspensions, and any other form suitable for use. The carriers which 
can be used are water, glucose, lactose, gum acacia, gelatin, mannitol, starch paste, magnesium tristlicate. 

IS talc, com starch, keratin, colloidal silica, potato starch, urea and other carriers suitable for use in 
manufacturing preparations, in solid, semisolid, or liquid form, and In addition auxiliary, stabilizing, thicken- 
ing and coloring agents and perfumes may be used. The active object compound is included in the 
pharmaceutical composition in an amount suffteient to produce the desired effect upon the process or 
condition of diseases. 

20 For applying this composition to human, it is preferable to apply it by parenteral or enteral administra- 
tion. While the dosage of therapeutically effective amount of the tricycio compounds (I) varies from and also 
depends upon the age and condition of each individual patient to be treated, a daily dose of about 0.01- 
1000 mg, preferably 0.1-500 mg and more preferably 0.5-100 mg. of tiie active ingredient is generally given 
for treating diseases, and an average single dose of about 0.5 mg. 1 mg, 5 mg, 10 mg. 50 mg. 100 mg. 250 

25 mg and 500 mg is generally administered. 

The following examples are given for the purpose of illustrating the present invention. 

Example 1 

30 Isolation of Streptomyces tsukubaensis No. 9993 

Streptomyces tsukut)aensis No. 9993 was isolated by using dilution plate techniques as shown in the 
folkiwing. 

Alwut one gram soil which was collected at Toyosato-cho. Tsukuba Gun. Ibaraki Prefecture. Japan, was 
35 added to a sterile test tube and the volume made up to 5 ml with sterile water. The mixture was then 
blended for 10 second by a tube buzzer and kept on 10 minutes. The supernatant was sequentially diluted 
by 100 fold witii sterile water. The diluted solution (0.1 ml) was spread on Czapek agar supplemented witii 
thiamine hydrochloride (saccharose 30 g, sodium nitrate 3 g, dipotassium phosphate 1 g, magnesium 
sulfate 0.5 g, potassium chloride 0.5 g. -ferrous sulfate 0.01 g. thiamine hydrochloride 0.1 g. agar 20 g, tap 
40 water 1000 ml; pH 7.2) in a Petri dish. The growing colonies developed on the plates after 21 days 
incubation at 30*C were transfenred to slants [yeast-malt extract agar (ISP-medtum 2)]. and cultured for 10 
days at 30 * C. Among of the colonies Isolated, the Streptomyces tsukubaensis No. 9993 could be found. 

Fermentation 

45 

A culture medium (160 ml) containing glycerin (1%), soluble starch (1 %), glucose (0.5%). cottonseed 
meal (0.5%). dried yeast (0.5%), corn steep liquor (0.5%) and calcium cart)onate (0.2%) (adjusted to pH 
6.5) was poured, into each of twenty 500 ml-Ertenmeyer flasks and sterilized at 120* C for 30 minutes. A 
fcxipful of slant culture of Sti-eptomyces tsukubaensis No.9993. FERM BP-927 was inoculated to each of tiie 
50 media and cultured at 30* C for 4 days on a rotary shaker. The resultant culture was inoculated to a 
medium containing soluble starch (4.5%), com steep liquor (1%), dried yeast (1%), calcium carbonate 
(0.1%) and Adekanol (defoaming agent, Trade Marie, maker; Asahi Denka Co.) (0.1%) (150 liters) in a 200- 
liter jar-femnentor, which had been sterilized at 120 *C for 20 minutes in advance, and cultured at 30*C for 
4 days under aeration of 150 liters/minutes and agitation of 250 rpm. 

55 
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Isolation and Purification 

The cultured broth thus obtained was filtered with an aid of diatomaseous earth (5 kg). The mycelial 
cake was extracted with methanol (50 liters), yielding 50 liters of the extract. The methanol extract from 

5 mycelium and the filtrate were combined and passed through a column of a non-ionic adsorption resin 
"Diaion HP-20" (Trade Mark, maker Mitsubishi Chemical Industries Ltd.)( 10 liters). After washing with water 
(30 liters) and aqueous methanol (30 liters), elution was carried out with methanol. The fi^uate was 
evaporated under reduced pressure to give residual water (2 liters). This residue was extracted with ethyl 
acetate (2 liters). The ethyl acetate extract was concentrated under reduced pressure to give an oily 

fa residue. The oily residue was mixed with twice weight of acidic silica gel (special silica gel grade 12, maker 
Fuji Devison Co.), and this mixture was slurried in ethyl acetate. After evaporating the solvent, the resultant 
dry powder was subjected to column chromatography of the same add silica gel (800 ml) which was 
packed with n-hexane. The column was developed with n-hexane (3 liters), a mixture of n-hexane and ethyl 
acetate (9:1 v/v. 3 liters and 4:1 v/v. 3 liters) and ethyl acetate (3 liters). The fractions containing the object 

75 compound were collected and concentrated under reduced pressure to give an oily residue. The oily 
residue was dissolved in a mixture of n-hexane and ethyl acetate (1:1 vA^. 30 ml) and subjected to column 
chromatography of silica gel (maker Merck Co., Ltd. 230 - 400 mesh) (500 ml) packed with the same 
solvents system. 

Elution was carried out with a mixture of n-hexane and ethyl acetate (1:1 v/v, 2 liters and 1:2 v/v, 1.5 
20 liters). Fractions containing the first object compound were collected and concentrated under reduced 
pressure to give a yellowish oil. The oily residue was mixed twice weight of acidic silica gel and this mixture 
was slurried in ethyl acetate. After evaporating the solvent, the resultant dry powder was chromatographed 
on acidic silica gel packed and developed with n-hexane. Fractions containing the object compound were 
collected and concentrated under reduced pressure to give crude FR-900506 substance (1054 mg) In the 
25 form of white powder. 

100 mg Of this crude product was subjected to high performance liquid chromatography. Elution was 
canied out using a column (8^ x 500 mm) with Uchrosorb SI 60 (Trade Mark, made by Merck & Co.) as a 
carrier. This chromatography was monitored by UV detector at 230 nm and mobile phase was a mixture of 
methylene chloride and dioxane (85:15 v/v) under flow rate of 5 ml/minute., and the active fractions were 
30 collected and evaporated. This high performance chromatography was repeated again, and 14 mg of the 
purified FR-900506 substance was obtained as white powder. 

Further, elution was continuously carried out with ethyl acetate (1j5 liters), and fractions containing the 
second object compound were collected and concentrated under reduced pressure to give crude FR- 
900525 substance (30 mg) in the form of yellowish oil. 

35 

Example 2 
Fermentation 

40 A preculture medium (100 ml) containing glycerin (1%), com starch (1%). glucose (0.5%), cottonseed 
meal (1%). corn steep liquor (0.5%), dried yeast (0.5%) and cak:ium carit)onate (0.2%) at pH 6.5 was 
poured into a 500 ml-Erienmeyer fiask and sterilized at 120* C for 30 minutes. A kx)pful of slant culture of 
Streptomyces tsukubaensis No. 9993 was inoculated to the medium and cultured at 30* C for four days. 
The resultant culture was transferred to the same preculture medium (20 liters) in 30 liters jar-fermentor 

4$ which had been sterilized at 120* C for 30 minutes In advance. After the culture was incubated at 30*C for 
2 days, 16 Uters of the preculture was inoculated to a fenmentation medium (1600 titers) containing soluble 
starch (4.5%). com steep liquor (1%). dried yeast (1%). calcium carbonate (0.1%) and Adekanol (defoaming 
agent. Trade Marie, maker Asahi Oenka Co.) (0.1%) at pH 6.8 in 2 ton tank which had been sterilized at 
120*C for 30 minutes in advance and cultured at 30*C for 4 days. 

50 

Isolation and Purification 

The cultured t>roth thus obtained was filtered with an aid of diatomaseous earth (25 kg). The mycelial 
cake was extracted with acetone (500 liters), yiekling 500 liters of the extract The acetone extract from 
55 mycelium and the filtrate (1350 liters) were combined and passed through a column of a non-ionic 
adsorption resin "Diaion HP-20" (Trade Marie, maker Mitsubishi Chemteal Industries Ltd.) (100 liters). After 
washing with water (300 liters) and 50% aqueous acetone (300 liters), elution was carried out with 75% 
aqueous acetone. The luate was evaporated under reduced pressure to give residual water (300 liters). 
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This r sidue was xtracted with thyl ac tat (20 liters) three times. The ethyl ac tate xtract was 
concentrated under reduced pressure to give an oily residue. The oily residue was mixed with twice weight 
of acidic silica gel (special silica gel grade 12. maker Fuji Devison Co.), and this mixture was slurried in 
ethyl acetate. After evaporating the solvent, the resultant dry powder was subjected to column chromatog- 

5 raphy of the same acidic silica gel (8 liters) which was packed with n-hexane. The column was developed 
with n-hexane (30 liters), a mixture of n-hexane and ethyl acetate (4:1 vA/. 30 liters) and ethyl acetate (30 
liters). The fractions containing the object compound were collected and concentrated uMler reduced 
pressure to give an oily residue. The oily residue was mixed with twice weight of acidic silica gel and this 
mixture was slurried in ethyl acetate. After evaporating the solvent, the resultant dry powder was 

10 rechromatographed on acidic silica gel (3.5 liters) packed with n-hexane. The column was developed with n- 
hexane (10 liters), a mixture of n-hexane and ethyl acetate (4:1 v/V. 10 liters) land ethyl acetate (10 liters). 
Fractions containing the object compound were collected and concentrated under reduced pressure to give 
a yellowish oil. The oily residue was dissolved in a mixture of n-hexane and ethyl acetate (1:1 v/v, 300 ml) 
and subjected to column chromatography of silica gel (maker Merck Co.. Ltd. 230-400 mesh) (2 liters) 

75 packed with the same solvents system. Elutlon was cunled out with a mixture of n-hexane and ethyl acetate 
(1:1 v/v. 10 liters and 1:2 v/v 6 liters) and ethyl acetate ($ liters). 

Fractions containing the first object compound were collected and concentrated under reduced pressure 
to give FR-900506 substance in the form of white powder (34 g). This white powder was dissolved in 
acetonitrile and concentrated under reduced pressure. This concentrate was kept at 5*C overnight and 

20 prisms (22.7 g) were obtained. Recrystallization from the same solvent gave purified FR-900506 substance 
(13.6 g) as coloriess prisms. 

Further, fractions containing the second object compound were collected and concentrated under 
reduced pressure to give crude FR-900525 substance (314 mg) in the fomi off yellowish powder. 

25 Example 3 

Fermentation 

A culture medium (160 ml) containing glycerin (1%), corn starch (1%). glucose (0.5%). cottonseed meal 
30 (1%). dried yeast (0.5%). com steep liquor (0.5%) and caldum caribonate (0.2%) (adjusted to pH 6.5) was 
poured into each of ten 500 ml-Erienmeyer flasks and sterilized at 120* C for 30 minutes. A kx)pful of slant 
culture of Streptomyces tsukabaensis No. 9993 was inoculated to each of the medium and cultured at 30*C 
for 4 days on a rotary shaker. The resultant culture was inoculated to a medium containing soluble starch 
(5%), peanut powder (0.5%). dried yeast (0.5%), gluten nieal (0.5%). calcium carbonate (0.1%) and 
35 Adekanol (deforming agent. Trade Mark, maker Asasi Denka Co.) (0.1%) (150 liters) in a 200-liter jar- 
fermentor, which had been sterilized at 120* C for 20 minutes in advance, and cultured at 30* C for 4 days 
under aeration of 150 liters/minutes and agitation of 250 rpm. 

Isolation and Purification 

40 

The cultured broth thus obtained was filtered with an aid of diatomaseous earth (5 kg). The mycelial 
cake was extracted with acetone (50 liters), yielding 50 liters of the extract. The acetone extract from 
mycelium and the filtrate (135 liters) were combined and passed through a column of a non-ionic adsorption 
resin "Dialon HP-20** (Trade Marie, maker Mitsubishi Chemical Industries Ltd.) (10 liters). After washing with 

45 water (30 liters) and 50 % aqueous acetone (30 liters), elutlon was carried out with 75 % aqueous acetone. 
The eluate (30 liters) was evaporated under reduced pressure to give residual water (2 liters). This residue 
was extracted with ethyl acetate (2 liters) three times. The ethyl acetate extract was concentrated under 
reduced pressure to give an oily residue. The oily residue was mixed with twice weight of acidic silica gel 
(special silica gel grade 12. maker Fuji Devison Co.), and this mixture was slurried in ethyl acetate. After 

50 evaporating the solvent, the resultant dry powder was subjected to column chromatography of the same 
acidic silica gel (800 ml) which was packed with n-hexane. The column was developed with n-hexane (3 
liters), a mixture of n-hexane and ethyl acetate (4:1 v/v. 3 liters) and ethyl acetate (3 liters). The fractions 
containing the object compound were collected and concentrated under reduced pressure to give an oily 
residue. The oily residue was dissolved in a mixture of n-hexane and ethyl acetate (1:1 v/v. 30 ml) and 

55 subjected to column chromatography of silica gel (maker Merck Co,, Ltd. 230-400 mesh) (500 ml) packed 
with the same solvents system. Elutlon was carried out with a mixture of n-hexane and ethyl acetate (1:1 
v/v, 2 liters and 1:2 v/v, 1.5 liters) and ethyl acetat (1.5 liters). 
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Fractions containing th first object compound w r coll ct d and concentrated under reduc d pr ssur 
to give crude FR-900506 substance (3 g) in the form of yellowish powder. 

Further, fractions containing the second object compound were collected and concentrated under 
reduced pressure to give an oily residue. This oily residue was rechromatographed with silica gel to give a 

5 yellowish dl. The oily residue was mixed witfi twice weight of acidic silica gel and this mixture was slurried 
in etiiyi acetate. After evaporating the solvent, the resultant dry powder was chromatographed on acidic 
silica gel (100 ml) packed and developed witii n-hexane. Fractions containing the object compvund were 
collected and concentrated under reduced pressure to give FR-900525 substance in the form of pale 
yellowish powder (380 mg). This powder was dissolved in a mixture of n-hexane and etiiyl acetate (1:2 v/v. 

10 5 ml) and subjected to acidic silica gel (special silica gel grade 922. maker Fuji Devison Co.) (100 ml) 
packed and washed with the same solvent system. Elution was earned out with ettiyi acetate. The active 
fractions were collected and evaporated under reduced pressure to give the purified FR-900525 substance 
(230 mg) in the fomn of white powder. 

76 Example 4 

Isolation of Streptomyces hygroscoplcus subsp. yakushimaensis No. 7238 

Streptomyces hygroscoplcus subsp. yakushimaensis No. 7238 was isolated by using dilution plate 

20 techniques as shown in the following. 

About one gram soil which was collected at Yakushima. Kagoshima Prefecture, Japan, was added to a 
sterile test tube and the volume made up to 5 ml with sterile water. The mixture was then blended for 10 
seconds by a tube buzzer and kept on 10 minutes. The supematant was sequentially diluted by 100 fold 
with sterile water. The diluted solution (0.1 ml) was spread on Czapek agar supplemented witti tiiiamine 

25 hydrochloride (saccharose 30 g. sodium nitrate 3 g. dipotassium phosphate 1 g. magnesium sulfate 0.5 g. 
potassium chloride 0.5 g, fenrous sulfate 0.01. g, thiamine hydrochloride 0,1 g. agar 20 g. tap water 1000 ml; 
pH 7.2) in a Petri dish. The growing colonies developed on tiie plates after 21 days incubation at 30*C 
were transfenred to slants [yeast-malt extract agar (ISP-medium 2)], and cultured for 10 days at 30*0. 
Among of the colonies isolated, the Streptomyces hygroscoplcus subsp. yakushimaensis No. 7238 could be 

30 found. 

Fermentation 

A culture medium (160 ml) containing glycerin (1%). soluble starch (1 %). glucose (0.5%). cottonseed 
35 meal (0.5%). dried yeast (0.5%). corn steep liquor (0.5%) and calcium carbonate (0J2%) (adjusted to pH 
6.5) was poured into each of twenty 500 ml-Erlenmeyer flasks and sterilized at 120* C for 30 minutes- A 
k)Opful of slant culture of Streptomyces hygroscoplcus subsp. yakushimaensis No. 7238. FERM BP-928 
was inoculated to each of the media and cultured at 30* C for 4 days on a rotary shaker. The resultant 
culture was inoculated to a medium containing glucose (4.5%). com steep liquor (1%), dried yeast (1%). 
40 gluten meal (1%). wheat germ (0.5%). calcium carbonate (0,1%) and Adekanol (defoaming agent, Trade 
Mark, maker Asahi Denka Co.) (0.1%) (150 liters) in a 200-liter jar-fermentor, which had been sterilized at 
120 • C for 20 minutes in advance, and cultured at 30 • C for 4 days under aeration of 150 liters/minutes and 
agitation of 250 rpm. 

45 Isolation and Purification 

The cultured broth thus obtained was filtered with an aid of diatomaseous earth (5 kg). The mycelial 
cake was extracted with acetone (50 liters), yielding 50 liters of the extract. The acetone extract from 
mycelium and the filtrate (135 liters) were combined and passed through a column of a non-ionic adsorption 

50 resin "Diaion HP-20" (Trade Marie, maker Mitsubishi Chemical Industries Ltd.)( 10 liters). After washing witii 
water (30 liters) and aqueous acetone (30 IHers). elution was carried out with acetone. The eluate was 
evaporated under reduced pressure to give residual water (2 liters). This residue was extracted with etiiyl 
acetate (4 liters). The ethyl acetate extract was concentrated under reduced pressure to give an oily 
residue. The oily residue was mixed with twice weight of acidic silica gel (special silica gel grade 12, maker 

55 Fuji Devison Co.), and this mixture was slunried in etiiyl acetate. After evaporating tiie solvent the resultant 
dry powder was subjected to column chromatography of tiie same acid silica gel (800 ml) which was 
packed with n-hexane. The column was dev loped with n-hexane (3 liters), a mixture of n-hexane and tiiyl 
acetate (4:1 v/v, 3 liters) and ethyl acetate (3 liters). The fractions containing th FR-900520 and FR-900523 

50 



EP 0 184 162 B1 



substances w re collected and concentrated under reduced pr ssur to giv an oily residue. Th oily 
residu was dissolved in a mixture of n-hexane and ethyl acetate (1:1 v/v. 50 ml) and subjected to column 
chromatography of silica g I (maker Merck Co.. Ltd. 70 - 230 mesh) (1000 ml) packed with the sam 
solvents system. Elution was carried out with a mixture of n-hexane and ethyl acetate (1:1 v/v, 3 liters and 

5 1:2 v/v. 3 liters) and ethyl acetate (3 liters). Fractions containing the object compounds were collected and 
concentrated under reduced pressure to give a yellowish powder (4.5 g). This powder was dissolved in 
methanol (20 ml) and mixed with water (10ml). The mixture was chromatographed on a revers<^ase silica 
gel "YMC" (60-200 mesh) (500ml) (Trade Mark, maker Yamamura Chemical Institute) packed and devel- 
oped with a mixture of methanol and water (4:1 v/v). 

10 Fractions containing the FR-900520 substance were collected and concentrated under reduced pres- 
sure to give crude product of the FR-900520 substance (1.8 g) in the form of pale yellowish powder. This 
powder was dissolved In a smalt amount of diethyl ether. After standing overnight, the precipitated crystals 
were collected by filtration, washed with diethyl ether and then dried under reduced pressure. Recrystal- 
lization from diethyl ether gave 600 mg of the purified FR-900520 substance in the form of colodess plates. 

T5 The chromatography of the reverse phase silica gel was carried on with the same solvents system, and 
the subsequent fractions containing the FR-900523 substance were collected and then concentrated under 
reduced pressure to give crude product of the FR-900523 substance (0.51 g) in the form of pale yellowish 
powder. This crude product was dissolved in acetonitrile (3 ml) and subjected to a reverse phase silica gel 
•YMC" (70 ml) packed and developed with a mixture of acetonitrile, tetrahydrofuran and 50 mM phosphate 

20 buffer solution (pH 2.0) (3:2:5, v/V). Fractions containing the object compound were collected and were 
extracted with ethyl acetate. This extract was concentrated under reduced pressure to give a yellowish 
white powder (190 mg). The yellowish white powder was chromatographed again on a reverse phase silica 
gel "YMC" to give whrte powder (80 mg). This white powder was dissolved in a small amount of diethyl 
ether and allowed to stand overnight at room temperature to give 56mg of crystals. Recrystallization from 

25 diethyl ether gave 34mg of the FR-9(K}523 substance in the form of cotorless needles. 

Example 5 

To a solution of the FR-900506 substance (10.4 mg) in dichloromethane (0.2 ml) were added pyridine 
30 (0.1 ml) and acetic anhydride (0.05 ml) at room temperature, and the mixture was stirred for 5 hours. The 
solvent was removed from the reaction mixture under reduced pressure. The residue was subjected to silica 
gel thin layer chromatography (developing solvent: diethyl ether and dichloromethane, 1:2 v/v) to give 12-[2- 
(4-acetoxy-3-methoxycyclohexyl)-1 -methylvinyl]-1 7-allyl-l .1 4-dihydroxy-23.25-dimethoxy-1 3,1 9,21 ,27- 
tetrametiiyl-11,28-dioxa-4-a2alricyclo[22.3.1.0*'®]octacos-18-ene-2,3,10,16-tetraon^ (6.0 mg). 
35 IR r(CHa3): 3520, 1728, 1705(sh). 1640. 1095 cm"^ 

Example 6 

To a solution of the FR-900506 substance (52.5 mg) in dichloromethane (1 ml) were added pyridine (0.5 
40 ml) and acetic anhydride (0.3 ml) at room temperature, and the mixture was stirred at room temperature for 
9 hours. The solvent was removed from the reaction mixture under reduced pressure. The residue was 
subjected to silica gel thin layer chromatography (developing solvent: diethyl ether and hexane. 3:1 v/v) to 
give 1 4-acetoxy-1 2-[2-(4-ac6toxy-3-metiioxycyclohexy l>-1 -metiiylvinylhl 7-ally 1-1 -hydroxy-23.25-dimetfioxy- 
1 3.1 9.21 .27-tetrametfiyl-l 1 ,28-dioxa-4-azatricyclo[22.3.1 .0^-®Joctacos-1 8-ene-2,3.1 0.1 6-tetraone (48.0 mg) 
46 and 1 2-[2-(4-acetoxy-3-methoxycyclohexy l)-1 -methylvinyl]-1 7-ally 1-1 -hydroxy-23.25-dimethoxy-1 3,1 9.21 ,27- 
tetramethyl-11,2dKlioxa-4-azatricyclo[22.3.1.0^'^]octacosa-14,18-diene-2,3.10,16-^^ (5.4 mg), respec- 
tively. 

Former Compound 

so 

IRr(CHCl3): 1730, 1720(sh), 1640 cm-< 
Latter Compound 
55 IR r(CHCl3) : 1730. 1690. 1640. 1627 cm"^ 
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Example 7 

To a solution of the FR-900506 substanc (9.7 mg) in dichloromethane (0.2 ml) and pyridine (0.1 ml) 
was added benzoyl chloride (50 ul) at room temperature, and the mixture was sttnred at room temperature 
for 2 hours. The solvent was removed from the reaction mixture under reduced pressure to give a crude oil. 
This oil was purified on silica gel thin layer chromatography (developing solvent: diethyl ether and hexane. 
2:1 v/v) to afford 17-ailyl-12-[2-(4-benzoyloxy-3-methoxycyclohexyl)-1-methylvinylh1 J4<lihydl!•Ky-23.25- 
dimethoxy-13 J9.21 ^7-tetramethyl-1 1 ,28Klloxa-4-azatricyclot22.3.1 .O^-^Joctacos-l 8^^ 
(8.0 mg), 

IR r(CHCl3) : 3500. 1735(sh). 1710, 1640. 1600 cm"^ 
Example 8 

To a solution of the FR-900506 substance (30.5 mg) in pyridine (1 ml) was added p-nltrobenzoyi 
chloride (ca. 100 mg), and the mixture was stirred at room temperature for 2 hours. The reaction mixture 
was diluted with ethyl acetate, and washed with a saturated aqueous sodium hydrogen caridonate. water. 
IN-hydrochloric add. water, a saturated aqueous sodium hydrogen carbonate, water and an aqueous 
sodium chloride, successively, and then dried. The resulting solution was concentrated under reduced 
pressure, and the residue was purified on silica gel column chromatography to give 17-aHyl-1,14-dihydroxy- 
23,25-dimethoxy-1 3.1 9.21 .27-tetramethyl-1 2-[2-[4-{p-nitrobenzoyloxy)-3-methoxycyclohexylh1 -methylvinylh 
11,28-dioxa-4-azatricyclo(22.3.1.0^'®loctacos-18-ene-2.3.10.16-tetraone (37.7 mg). 
IR r(CHCb) : 1720, 1640, 1610. 1530-1520 cm"^ 

Example 9 

1 7-Allyl-1 .1 4-dihydroxy-23.25-dimethoxy-1 3.1 9,21 ,27-tetramethyl-1 2-[2-[4-(3,5-dinitrobenzoyloxy)-3- 
methoxycyclohexy Ihl -methylvinylhl 1 .28-dioxa-4-a2atricycloI22.3.1 .O^-^Joctacos-l 8-ene-2,3,1 0,1 6-tetraone 
(36.0 mg) was obtained by reacting the FR-900506 substance (30.6 mg) with 3.5-dinitroben2oyl chloride (33 
mg) in pyridine (0.5 ml in accordance with a similar manner to that of Example 8. 
IR i-(CHCl3) : 1730. 1640, 1610, 1530-1520 cm"^ 

Example 10 

1 7-AllyH .1 4-dihydroxy-23,25-dimethoxy-1 2-[2-[4-(2-t menthy toxyacetoxy)-3-methoxycyclohexy Ihl - 
methylvinyl]1 3.1 9,21 ,27-tetramethyl-1 1 i8-dioxa-4-azatricyclo(22.3.1 .0*-«]octacos-1 8-ene-2.3.1 0,1 6-tetraone 
(50.9 mg) was obtained by reacting the FR-900506 substance (48 mg) with 2-1-menthyloxyacetyt chloride 
(0.08 ml) in pyridine (0.5 ml) in accordance with a similar manner to that of Example a 
IR r(neat) : 3520, 1760, 1740(sh), 1720(sh), 1652 cm'^ 

Example 1 1 

To a solution of (-)-2-trifluoromethyl-2-methoxy-2-phenylacetic acid (51 mg) in ethyl acetate (10 ml) was 
added at room temperature N.N'-dicyclohexylcarbodiimide (47 mg). After stirring for 1.5 hours at room 
temperature, then the FR-900506 substance (25.0 mg) and 4-(N,N-dimethylamino)-pyridine (11 mg) were 
added, followed by stirring at room temperature for 3.5 hours. The resulting solution was concentrated to 
provide a residue, which was taken up in diethyl ether and then washed successively with hydrochloric acid, 
an aqueous sodium hydrogen carbonate and an aqueous sodium chloride. The organic layer was dried over 
sodium sulfate and concentrated to provide a residue, which was chromatographed on silica gel (developing 
solvent: dichloromethane and diethyl ether, 10:1 v^) to give 17-allyl-12-(2-(4-((-)-2-trifluoromethyl-2- 
methoxy-2-phenylacetoxyh3-methoxycyclohexylh1 -methylvinylhl ,1 4-dihydroxy-23,25^imethoxy- 
13.1 9,21 ,27-tetramethyl-11,28-dioxa-4-azatricyclol22.3.1.0^'*]octacos-18-ene^^^ (6.5 mg) and 

1 7-ailyl-1 4-[(-)-2-trifluoromethyl-2-methoxy-2-phenylacetoxyh1 2-(2-(4-[(-)-2-trifluoromethyl-2-methoxy-2- 
phefiylacetoxyh3-methoxycyclohexylh1-methyMnylh1-hydroxy-23,25-dinfte 
11,28<lloxa-4-azatricyclo[22.3.1.0^]octacos-18-ene-2.3,10.16-tetrw^ (20^ mg). 

Former Ck)mpound 

IR F(neat) : 3510, 1750, 1730(sh), 1710, 1652, 1500 cm"^ 
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Latter Compound 

IR r(n at) : 1750. 1720. 1652. 1500 cm"' 
Example 12 

To a stirred solution of the FR-900506 substance (248 mg) in pyridine (7 ml) were adCted succinic 
anhydride (145 mg) and 4-(N.N-dimethylamino)pyridine (7 mg). and the resulting mixture was stinred at 
room temperature for 18 hours. The reaction mixture was concentrated under reduced pressure and the 
residue was subjected to chromatography on silica gel (20 g) with ethyl acetate to give 17-allyl-12-[2-[4-(3- 
cartx)xypropionyloxy)-3-methoxycyclohexylh1 -methyMnylJ-l ,1 4-dihydroxy-23,25-dimethoxy-l 3.1 9.21 ,27- 
t6tramethyl-11,28<lioxa-4-azatricycio[22.3J.0^-']octa(x>s-1d-ene-2,3.1^ (90 mg). 

IR r(CHa3) : 3500, 3100-2300. 1720. 1705(sh), 1635 cm'' 

Example 13 

To a solution of the FR-900506 substance (100.7 mg) In pyridine (3 ml) was added p-lodobenzenesul- 
fonyl chloride (500 mg), and the mixture was stinred at room temperature for 36 hours. The solution was 
diluted with ethyl acetate and washed with a saturated aqueous sodium hydrogen carbonate, water and an 
aqueous sodium chloride. The organic layer was dried over sodium sulfate, filtered and concentrated under 
reduced pressure. The residue was chromatographed on silica gel (developing solvent: diethyl ether and 
hexane. 3:1 v/v) to give 17-allyl-1.14-dihydroxy-12-[2-[4-(p-iodobenzenesulfonyloxy)-3-methoxycyclohexyl]- 
1-methylvinylJ-23,25-dimethoxy-1 3.1 9.21 .27-tetramethyl-1 1 ,28-dioxa-4-azatricyclo[22.3.1 .O^-'loctacos-IS- 
ene-2.3.10,16-tetraone (61 mg) and 17-allyl-1-hydroxy-12-[2-[4-(p-iodoben2enesulfonyloxy)-3-methox- 
ycydohexylhl -methylvinyll-23,25-dimethoxy-1 3,1 9,21 .27-tetramethyl-l 1 .28-dioxa-4-azatricyclo[22.3.1 .0*^}- 
octacosa-14.18-dlene-2.3.10.16-tetraone (12 mg), respectively. 

Former Compound 

IR KCHQa) : 3470. 1730, 1717. 1692, 1635, 1568 cm'i 

Latter Compound 

""•H NMR S ppmCCDClg) : 6.15 (d, J=15Hz) i 

6.25 (d, J=15Hz)j 

'6.70 (dd, J=15H2, lOHz)) 

6.80 (dd, J=15Hz, 10Hz)i ^^^^ ' 

7.60 (2H, m), 7,90 (2H, m) , 



Example 14 

1 7-Ally M 2-[2-(4-d-camphorsulfony loxy-3-methQxycyclohexyl)-1 -methylvinylhl ,1 4-dihydroxy-23,25- 
dimethoxy-1 3,1 9,21 ,27-tetramethyl-l 1 ,28-dioxa-4-azatricyclo[22.3.1 .O^-'Joctacos-l 8-ene-2,3,1 0,1 6-tetraone 
(34 mg) was obtained by reacting the FR-900506 substance (27 mg) with d-camphorsulfonyl chloride (97 
mg) in pyridine (0.6 ml) in accordance with a similar manner to that of Example 13. 
IR r(neat) : 3500. 1747. 1720(sh), 1710(sh), 1655 cm-^ 

Example 15 

To a stirred solution of the FR-900506 substance (89.7 mg) in dichloromethane (3 ml) were added 
imidazole (118 mg) and tert-butyi-diphenylsilyl chl ride (52.2 mg). After th mixture was stirred at room 
temperatur for 2 hours, th reaction mixture was diluted with a saturated aqueous ammonium chloride and 
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extracted thr e times with di ttiyl ether. Th xtract was washed with^ water and an aqueous sodium 
chloride, dried over sodium sulfate, and then concentrated und r reduced pressure. The residue was 
purified on silica gel column chromatography (developing solvent: thyl acetate and hexane. 1:3 v/v) to giv 
1 7-allyl-1 2-[2-(4-tert-buty l-dlpheny lsilyloxy-3-methoxycyclohexyi)-1 -methylvinyi>1 ,1 4-dihydroxy*23.25- 
df methoxy-1 3.1 9.21 .27-tetramethyl-l 1 .28<lloxa-4>azatricyclo[22.3.1 .0^*^)00(3008^1 8-ene-2.3.1 0,1 6-tetraone 
(107 mg). 

IRr(neat): 3520,1742.1705.1650 cm-' 
Example 16 

1 7-Allyl-1 2^2-(4-tert-buty Wimethylsilyloxy-3-methoxycyclohexy l)-1 -methyMnylhl ,1 4^ 
dtmethoxy-1 3,19,21 ,27-tetramethyl-1 1 ,28-dloxa-4-azatricyclo[22.3.1 .(>^*^]octacos-18-ene-2.3.1O,16-t0traon6 
(85 mg) was obtained by reacting the FR-900506 substance (80 mg) with tert-butyl-dimethylsllyl chloride 
(17 mg) in the presence of imidazole (15 mg) In N.N-dlmethytformamide (1 ml) in accordance with a similar 
manner to that of Example 15. 

IR F(CHCb) : 1735, 1720(sh). 1700. 1640 cm^^ 

Example 17 

To a solution of the FR-900506 substance (100 mg) In dimethyl sulfoxide (1.5 ml) was added acetic 
anhydride (1.5 ml), and the mixture was stinred at room temperature for 14 hours. The reaction mixture was 
diluted with ethyl acetate and washed with a saturated aqueous sodium hydrogen caritx>nate, water and an 
aqueous sodium chloride. The organic layer was dried over sodium sulfate, filtered and then concentrated 
under reduced pressure. The residue was subjected to thin layer chromatography on silica gel (developing 
solvent: diethyl ether) to give 17-allyh1,14-dihydroxy-23.25-dimethoxy-1 3,1 9,21, 27-tetramethyM 2-[2-(4- 
methylthiomethoxy-3-methoxycyclohexyl)-1-methylvinyl]-1 1 .28-dloxa-4-azatricyclo[22.3.1 .0'*'*]octacosa- 
1 4,1 8-diene-2.3,1 0.1 6-tetraone (51 mg), 17-allyl-1-hydroxy-12-[2-(4-hydroxy-3-methoxycyclohexyl)-1-methyl- 
vinylh23.25-dimethoxy-1 3.1 9.21 .27-tetramethy 1-1 1 .28-dioxa-4-a2atricyclo[22.3.1 .0'^-^Joctacosa-l 4,1 8-diene- 
2.3,10,16-tetraone (18 mg) and 17-allyl-1,14-dihydroxy-23,25-dimethoxy-1 3,1 9,21. 27-tetramethyl-12-[2-(4- 
methylthiomethoxy-3-methoxycyclohexyl)-1 -methylvlnylhl 1 .28-dloxa-4-azatricyclo[22.3.1 .O^-^Joctacos-l 8- 
ene-2,3.1 0,1 6-tetraone (10 mg). respectively. 

Rrst Compound 

IR r(CHCb) : 3470. 1730. 1635. 1630(sh). 1580(sh) cm"' 
Second Compound 

IR r(CHCl3) : 1 728. 1 640. 1 090 cm-l 
Third (impound 

IR ^(CHCb) : 3480, 1735. 1710. 1640 cm"' 
Example 18 

To a solution of 17-allyl-12-(2-(4-tert-butyWimethylsiiyloxy-3-methoxycyclohexyl)-1-methylvinylh1,14- 
dihydroxy*-23.25-dimethoxy-1 3.1 9,21 ,27-tetrannethyl-l 1 .28-dioxa-4-azatr1cyck)[22.3.1 .O^-'Joctacos-l 8-ene- 
2.3.1 0.1 6-tetraone (39.9 mg) in pyridine (1.5 ml) was added acetic anhydride (0.5 ml), and the mixture was 
stirred at room temperature for 6 hours. The solvent was removed from the reaction mixture under reduced 
pressure to give a crude oil. which was purified on silica gel thin layer chromatography (developing solvent: 
diethyl ether and hexane. 1:1 v/v) to afford 14-acetoxy-17-allyl-12-[2-(4-tert-butyl-dimethylsilyloxy-3-methox- 
ycyclohexyt)-1 -methytvinyl]-1 -hydroxy-23,25-dimethoxy-1 3,1 9,21 ,27-tetramethyl-l 1 ,28-dioxa-4-azatricyck)- 
[22.3.1 .0^'']octacos-18-ene-2.3.10.16-tetraone (26.5 mg). 
IR i'(CHCb) : 1 728. 1 71 5(sh), 1 635 cm-' 
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ExampI 19 

14-Acetoxy-17-aHyl-12-(2-(4-t rt-butyl-dlphenylsilyIoxy-3-m thoxycyclohexyl)-1-m thyIvinyl]-1-hydroxy- 
23,25-dfmethoxy-13.19.21 ^7-tetramethyl-1 1 ^a-dioxa-4-azatricyclo[22.3,1 .0^'*]octacos-18-ene-2,3.10,16- 
s tetraone (10 mg) was obtained by reacting 17-allyl-12-[2-(4-tert-butyl-diphenylsiIyloxy-3-methox- 
ycyclohexylH-nnethylvinyl>1 ,1 4-dlhydroxy-23,25-dinnethoxy-1 3,1 9.21 ,27-tetramethyH 1 ,28-dioxa-4- 
a2atrlcyclo[22.3.1.0^**]octaco$-18-ene-2.3,10.16-tetraone (10.6 mg) with acetic anhydride (O.tmg) in pyr- 
idine (0.2 mi) in accordance with a similar manner to that of Example 18. 
IR r(CHa3) : 3500. 1730. 1720(sh). 1660(sh). 1640, 1620(sh). 1100 cm"^ 

10 

Example 20 

To a solution of 14-acetoxy-17-allyl-12-[2-(4-tert-butyl-diphenylsilyloxy-3-methoxycyclohexyl)-1-methyl- 
vlnyll-1 -hydroxy-23.25-dimethoxy-1 3.1 9.21 ,27-tetramethyl-1 1 .28-dioxa-4-a2atricyclo[22.3,1 .0'*'*]octacos-18- 

76 ene-2.3,10,16-tetraone (43.8 mg) in tetrahydrofuran (1.5 ml) was added potassium carbonate (ca 100 mg) at 
room temperature and the mixture was stirred at the same temperature for 3 hours. The reaction mixture 
was diluted with diethyl ether and the resulting solution was washed with a saturated aqueous ammonium 
chloride, water and an aqueous sodium chloride successively, and dried over sodium sulfate. The resulting 
solution was concentrated under reduced pressure and the residue was purified on silica gel thin layer 

20 chromatography (developing solvent: diethyl ether and hexane, 3:2 v/v) to give 17-allyl-12-[2-(4-tert-butyl- 
dfphenylsilyloxy-3-methoxycyctohexy l)-1 -methylvinylhl -hydroxy-23.25-dimethoxy-1 3.1 9.21 ,27-tetramethyl- 
11.28-dioxa-4-azatricyclo[22.3.1.0^*^)octacosa-14,18-diene-2.3,10.16-tetraone (30 mg). 
IR r(CHCl3) : 1733. 1720(sh). 1685, 1640(sh). 1620 cm"' 

25 Example 21 

A solution of the FR-900506 substance (50 mg) in ethyl acetate (2 ml) was subjected to catalytic 
reduction using 10% palladium on carbon (10 mg) under atmospheric pressure at room temperature for 20 
minutes. The reaction mixture was filtered and the filtrate was evaporated to dryness, which was purified on 
30 thin layer chromatography. Development with a mixture of chloroform and acetone (5:1 v/V) gave 1,14- 
dihydroxy-1 2-[2-(4-hydroxy-3-methoxycyclohexyl)-1 -methylvinylh23.25-dlmethoxy-1 3,1 9,21 .27-tetramethyl- 
1 7-propyl-1 1 .28-dioxa-4-a2atricyclo[22.3.1 .O^-'loctacos-l 8-ene-2,3.1 0,1 6-tetraone (50.0 mg). 
IR r(CHCl3) : 3480. 1735(sh), 1717, 1700, 1650(sh), 1625 cm"^ 

36 Example 22 

White powder of crude FR-900506 substance (1 g) obtained by a similar fermentation process to 
Example 1 was dissolved in acetonitrile (5 ml) and subjected to high performance liquid chromatography 
(HPLC) using Shimazu LC4A (Trade Marie, made by Shimazu Seisaku-sho). Steel column (25 mm inside 

40 diameter. 250 mm length) packed with YMOS343 (ODS) (Trade Mark, made by Shimakyu Co.. Ltd.) was 
used at a flow rate of 12 ml/min. Mobile phase was an aqueous mixture of 28% acetonitrile. 10% n-butanol, 
0.075% phosphoric acid, 3.75 mM sodium dodecyl sulfate (SDS) and detection was canied out using 
Hitachi UV-recorder at 210 nm. One hundred ul of the sample was injected each time and the HPLC was 
repeated 50 times so that all the sample could be subjected to the column. Each eluate with a retention 

45 time of 85 min. to 90 min. was collected and extracted with an equal volume of ethyl acetate (3.6 liters). 
The ethyl acetate layer was separated and washed with an aqueous sodium hydrogen cartx>nate (1%, 2 
liters) and concentrated in vacuo to a small amount. SDS crystallized on concentration was removed by 
fUtration. Crude powder obtained was dissolved in acetonitrile at a concentration of 100 mg/ml and applied 
again to HPLC. Mobile phase was an aqueous mixture of 12.5% acetonitrile, 9.75% n-butanol. 0.075% 

50 phosphoric acid, 3.75 mM SDS. The column was eluted at a flow rate of 10 ml/min. The eluates with a 
retention time of 131 min. to 143 min. were collected and extracted with equal volume of ethyl acetate. The 
solvent layer was separated and washed with 1% aqueous sodium hydrogen cariix)nate and concentrated in 
vacuo to a small velum . SDS crystallized on concentration was removed by filtration. 

Crude powder thus ot>tained was dissolved in a small amount of ethyl acetate and subjected to column 

55 chromatography using silica gel (10 ml) (Kiesei gel, 230-400 mesh, maker: M rck Co., Ltd.). The column 
was washed with a mixture of n-hexane and ethyl acetate (30 ml) (1:1 v/v) and a mixture of n-hexan and 
thyl acetate (60 ml) (1 tZ v/v). Elution was carried out using ethyl acetat and fractionated (each fracti n : 3 
ml). Fractions 18 to 24 were collected and concentrated in vacuo to dryness to give FR-900520 substance 
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(24 mg). 
Claims 

1. A compound of the fomiula: 




OCH-, OCH 



wherein 

is hydroxy or conventionally protected hydroxy, 
R2 Is hydrogen, hydroxy or conventionally protected hydroxy, 

is methyl, ethyl, propyl or allyl, 
n is an integer of 1 or 2. and 

the symbol of a line and dotted line Is a single bond or a double bond. 

provided that when R^ and R^ are each hydroxy, n is an integer of 2 and the symbol of a line 

and dotted line is a single bond, then R^ is methyl, propyl or ailyi. 
and salt thereof . 
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2. A compound of claim 1 . which can be r pr sented by the following formula: 




OCH- OCH 



wherein 

is hydroxy or conventionally protected hydroxy. 
P? is hydroxy or conventionally protected hydroxy, and 
P? is methyl, propyl or allyl. 

3. A compound of claim 2. wherein 

R3 is allyl. 

4. A compound of claim 3, wherein 

is hydroxy, HCi-Cfe alkylthio)(Ci-C6)alkoxy, tri(Ci-C6)ali<ylsilyloxy, Ci-ft alkyWiphenyl- 
silyloxy, or acytoxy. 

5. A compound of claim 4, wherein 

R^ is hydroxy; Ci -Cg alkylthiomethoxy; tri(Ci -Ce )alkylsilyloxy ; Ci -Cc alkyl-diphenylsilyloxy; Ci -Cc 
alkanoyloxy which may have cartx)xy; cyclo(C3-C6)alkoxy(Ci-C6)alkanoyloxy which may have 
two Ci-Cg alkyl groups on the cyctoalkyi moiety; camphorsulfonyloxy; aroyloxy which may 
have one or two nitro. in whk:h the aroyi moiety is selected from the group consisting of 
l)enzoyl, toluoyi, xyloyi and naphthoyi; arenesulfonyloxy which may have halogen. In which 
the arene moiety is selected from the group consisting of benzene, toluene, xylene and 
naphthalene; or phenyl(Ci-C«)alkanoyloxy which may have Ci-Cg alkoxy and trihalo(Ci-C6h 
alkyl, and R^ is hydroxy or Ci-Cc alkanoyloxy. 

6. A compound of claim 5, which is 17-allyl-1,14<lihydroxy-12-[2-(4-hydroxy-3-methoxycyclohexyl)-1- 
methylvinyl}-23,25-dimethoxy-1 3.1 9,21 ,27-tetramethyl-l 1 ,28-dioxa-4-a2atricyclo[22.3.1 .O^'^loctacos-1 8- 
ene-2,3.1 0,1 6-tetraone. 



7. A compound or claim 5, wherein 

R^ is Ci-Cc alkanoytoxy and R^ is hydroxy or Ci-Cs alkanoyloxy. 



a A compound of claim 7, which is 12-[2-(4-acetoxy-3-methoxycyclohexyl)-1-methylvinylh17-allyl-1.14- 
dihydroxy-23,25-dimethoxy-13,19^1^7-tetram thyl-11^8-dioxa-4-a2atricyctoI22.3.1.0^-*]octacos-18- 
ene-2,3,1 0,1 6-tetraone. 
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9. A compound of claim 7. which is 14-ac toxy-12-[2-{4-ac toxy-3-m tho>cycyclohexyl)-1-methylvinylh17- 
allyl-1 -hydroxy-23.25-dimethoxy-1 3,19.21 ,27-tetramethyl-1 1 ^d<iioxa-4-azatjicyclo-[22.3.1 .O^-'joctacos- 
18- n -2,3,10.16-tetraone. 

.10. A compound of claim 2, which Is 1J4-dihydroxy-12-(2-(4-hydroxy-3-methoxycyclohexyl)-1-m0thylvinylh 
23,25-dimethoxy-1 3.1 9.1 7.21 .27-pentamethyl-1 1 .28-dloxa-4-azatricyclol22.3.1 .O^-'Joctacos-l 8-en0- 
2.3.1 0.1 6-tetraohe. ^ 

11. A compound of claim 1. wherein is hydroxy. Ci-Cs alkylthiomethoxy. Ci-Cc alkanoyloxy or 
arenesulfonyloxy which may have halogen, in which the arene moiety is selected from the group 
consisting of benzene, toluene, xylene and naphthalene, is hydrogen or hydroxy, n Is an Integer of 2 
and the symbol of a line and dotted line Is a double bond. 

.12- A compound of claim 1. which is 16-allyl-l,13-dihydroxy-11-I2-(4-hydroxy-3-methoxycyclohexyl)-1- 
methylviny Ih22,24<li methoxy-1 2,1 8.20.26-tetramethyl-1 0,27-dioxa-4-azatricyclo[21 .3.1 .0^]heptacos-1 7- 
ene-2,3.9.1 5-tetraone. 

13. A process for production of the compound of the formula: 



R^ is hydroxy or conventionally protected hydroxy, 

R2 is hydrogen, hydroxy or conventionally protected hydroxy, 

R3 is methyl, ethyl, propyl or ally!, 

n • is an integer of 1 or 2. and 

the symttol of a line and dotted line is a single bond or a double bond. 

provided that when R^ and R^ are each hydroxy, n is an integer of 2 and the symbol of a line 

and dotted line Is a single bond, then R^ Is methyl, propyl or allyl. 
and salt thereof, which comprises 

(a) culturing Streptomyces tsukubaensis in an aqueous nutrient medium containing sources of 
assimilable carbon and nitrogen, 

and recovering the FR-900506 and/or FR-900525 substance(s) by conventional means to give 
the FR-900506 substance fthefonnula; 



CH^O 




OCH3 OCH3 



wherein 
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OCH3 OCH3 

(b) culturing Streptomyces hygroscopicus in an aqueous nutrient medium containing sources of 
assimilabie carbon and nitrogen, 

and recovering the FR-90052d substance of the following fbmnula by conventionai means. 
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wherein 

n and the symbol of a line and dotted line are each as defined above, 
to give a compound of the formula: 
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5 



70 



75 




(lb) 



oai. ocH 



20 

wherein 

R2, R3. n and the symbol of a line and dotted line are each as defiend above, and 
Is conventionally protected hydroxy, 
25 or a salt thereof in a manner known per se; 

(d) introducing a conventional hydroxy-protective group into a compound of the formula: 



30 



35 



AO 




(Ic) 



OCH ^ OCH 3 

wherein 

R\ R3. n and the symbol of a line and the dotted line are each as defined above, 
or a salt thereof, to give a compound of the formula: 



55 



61 



EP 0 184 162 B1 



5 



10 



15 




(IdT 



20 

wherein 

R\ n and the symbol of a line and dotted line are each as defined above, and 
R| is conventionally protected hydroxy, 
or a salt thereof In a manner known per se; 
25 (e) reacting a compound of the formula: 



30 



35 



40 




(le) 



OCH3 PCH3 

45 

wherein 

R\ and n are each as defined above, 
and R5 is a leaving group, 
so or a salt thereof with a base, to give a compound of the formula: 
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5 



10 



15 




(If) 



OCH, OCH 



20 

wherein 

R\ and n are each as defined above, 
or a salt thereof in a manner known per se; 
(f) oxidizing a compound of the formula: 

2S 




(Ig) 



OCH -J OCH 3 



45 

wherein 

R\ and n are each as defined above. 

or a salt thereof, to give a compound of the formula: 
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(Ih) 



OCH^ OCH3 



wherein 

R\ and n are each as defiend above. 

or a salt thereof in a manner known per se; and 

(g) reducing a compound of the formula: 




wherein 

R\ R^, n and the symbol of a line and dotted line are each as defined ebave, 
or a salt thereof, to give a compound of the formula: 
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5 



10 



75 




OCH. OCH 



20 

wherein 

R\ P?, n and the symbol of a line and dotted line are each as defined above, 
or a salt thereof in a manner known per se. 

25 14. A phannaceutical composition containing tricycio compounds of claim 1, as active Ingredients, in 
association with a pharmaceutically acceptable, substantially non-toxic carrier or excipient. 

15. Use of tricycio compounds of claim 1 and claim 20 for manufacture of medicament for treating or 
preventing resistance by transplantation graft-versus-host diseases by medulla ossium transplantation 

30 and autoimmune diseases. 

16. Use of tricycio compounds of claim 1 for the manufacture of a medicament. 

17. Use of tricycio compounds of claim 1 for the manufacture of an immunosuppressant or antimicrobial 
35 agent. 

1& A biologically pure culture of the microorganism Streptomyces tsukubaensis No. 9993. 

19. A biologically pure culture of the microorganism Streptomyces hygroscoplcus . subsp. yakushimaensis 
40 No. 7238. 



45 



SO 
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20- A proc ss for production of th FR-900520 of th formula: 




20 OCK. OCH 



, which comprises culturing Streptomyces tsukubaensis or Streptomyces hygroscopicus subsp. 
25 yakushimaensis No. 7238 in an aqueous nutrient medium containing sources of assimisible carbon and 
nitrogen, to give the FR-900520 substance. 

21. A tricycio compound of claim 1 for use as a medicament. 

30 22. A tricycto compound of claim 1 for use as an immunosuppressive agent. 

23. A tricycio compound of claim 1 for use as an immunosuppressive agent, as claimed in daim 22, in 
which the tricycio compound is the FR-900506 substance of the following formula. 




OCH^ OCH 
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24. A proc ss as claimed in claim 13 and claim 20 wh rein th culturing is carri d out under aerobic 
conditions. 

25. Use of the microorganism streptomyces tsukubaensis No. 9993 for the production of the FR-900506 
substance of the fonmula: 




and/or the FR-900520 substance of the formula: 
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5 



. 70 



15 




CCH^ OCH^ 



20 

Patentansprtiche 
25 1. Verbindung der Formel 



30 



35 



40 



45 




OCH-, OCH 



50 worin bedeuten: 

Hydroxy oder in konventioneller Weise geschOtztes Hydroxy, 
Wasserstoff, Hydroxy oder in konventioneller Weise geschUtztes Hydroxy, 
R3 Methyl. Ethyl. Propyl od r Allyl, 
n die ganze Zahl 1 oder 2 und 
55 das Symtx)! aus einer Linle und einer gestrichelten Linie in Einfachbindung oder eine 

Doppelbindung. 

mit d r MaBgabe, daB dann, w nn R^ und R^ jeweils fQr Hydroxy steh n. n fOr di ganz Zahl 
2 steht und das Symbol aus einer Unie und einer gestrichelten Unie fQr eine Einfachbindung 
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30 wolin bedeuten: 

Hydroxy Oder in konventloneller Weise geschOtztes Hydroxy, 
Hydroxy Oder in konventloneller Weise geschutztes Hydroxy und 
Methyf. Propyl oder Allyl. 

35 3. Verbindung nach Anspruch 2. worin fOr Allyl steht 

4. Verbindung nach Anspruch 3, worin R' fUr Hydroxy. 1-(Ci-C6-Alkylthio)(Ci-C6)alkoxy, Tri(Ci-C6)- 
alkylsilyloxy, Ci -Gg-Alkyi-diphenyisilyloxy Oder Acytoxy steht 

Verbindung nach Anspruch 4. worin stehen: 

R^ fQr Hydroxy; Ci-Cc-Alkytthiomethoxy; Tri(Ci-C6)alkylsllyloxy; Ci-Cs-Alkyl-diphenylsilyloxy; 
Ci-C6*Alkanoyloxy. das Carboxy aufweisen kann; Cyclo(C3-C6)alkoxy(Ci-Gs)alkanoyloxy, das 
zwei Ci-Ce-Alkylgnippen an dam Cyctoalkylrest aufweisen kann; Campfersulfonyloxy; Aroy- 
loxy. das ein Oder zwei Nitro aufweisen kann. wobel der Aroylrest ausgewShIt wird aus der 
Gruppe, die besteht aus Benzoyl, ToluoyI, XyloyI und NaphthoyI; Arensulfonyloxy. das 
Halogen aufweisen kann, wot)el der Arenrest ausgewShlt wird aus der Gruppe, die besteht 
aus Benzol. Toluol, Xylol und Naphthalin; oder Phenyl(Ci-(H)alkanoyloxy. das Ci-CcAlkoxy 
und Tf1hak)gen(Ci-Cs}alkyl aufweisen kann. und 
R^ fOrHydroxy Oder Ci-C6-Alkanoyk>xy. 

Verbindung nach Anspruch 5, bei der es sich handelt um 

1 7-Allyl-1 ,1 4-dihydroxy-1 2-[2-(4-hydroxy-3-methoxycyclohexyl)-1 -methylviny lh23,25-dimethoxy- 
1 3,1 9,21 ,27-tetram6thyl-1 1 .28-dioxa-4-azatricyclo[22.3.1 .0^**loctacos-1 8-en -2,3,1 0,1 6-tetraon. 

55 7. Verbindung nach Anspruch 5. worin stehen: 
Ri f Or Ci -Cc -Alkanoy loxy und 

fQr Hydroxy oder Ci -Ce -Aikanoyloxy. 



45 



so 

6. 
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S. Verbindung nach Anspruch 7, bel der s sich handelt um 

1 2-[2-(4-Acetoxy-3-methoxycyclohexyl)-1 -methylvmyll-1 7-allyl-1 .1 4-dihydroxy-23,25-dim©thoxy- 
1 3,1 9,21 .27-tetramethyM 1 ,28-djoxa-4-azatricyclo(22^.1 .O^-^Joctacos-l 8-en -2,3,1 0,1 6-tetraon . 

9. Verbindung nach Anspruch 7, bei der es sich handelt um 

1 4-Acetoxy-1 2-[2-(4-acetoxy-3-methoxycyclohexyl)-1 -methy lvinyl]-1 7-allyl-1 -hydroxy-23.25- 
dimethoxy-13,19.21,27-tetrarnethyl-li,28-dloxa-4-azatricycIo[22.3.1.^^^ -2,040,1 6-tetraon 



10. Verbindung nach Anspruch 2, bei der es sich handelt um 

1 ,1 4-Dihydroxy-1 2-[2-(4-hydroxy-3-methoxycyclohexyl)-1 -methylvinylh23.25-dimethoxy- 
13,19,17.21 ,27-pentamethyl-11.28-dloxa-4-azatricyclo[22.3J.0^*^loctacos-^ -2,3,10,1 6-tetraon . 

11. Verbindung nach Anspruch 1, worin stehen: 

R< far Hydroxy. Ci-Ce-Alkylthiomethoxy. Ci-C6-Alkanoyloxy Oder Arensulfonyloxy, das Halogen 
aufweisen kann, wobei der Arenrest ausgewShlt wird aus der Qruppe, die besteht aus Benzol, 
Toluol, Xyk>l und Naphthalin, 

R2 fUr Wasserstoff Oder Hydroxy, 

n fUr die ganze Zahl 2 und 
das Symbol aus einer Unie und einer gestrichelten Linie fUr eine Doppelbindung. 

12. Verbindung nach Anspruch 1, bei der es stch handelt um 

1 6-AIIyl-1 ,1 3-dihydroxy-1 1 -[2-(4-hydroxy-3-methoxycyclohexyl)-1 -methylvinylh22,24-dimethoxy- 
12.18,20.26-tetramethyl-10.27-dioxa-4-azatricyclo[21.3.1.0*-*]heptacos-17-en -2,3.9,1 5-tetraon . 

13. Verfahren zur Herstellung der Verbindung der Fomnel 




OCH^ OCH 



worin bedeuten: 

Hydroxy oder in konventioneller Weise geschUtztes Hydroxy. 
R2 Wasserstoff, Hydroxy oder In konventioneller Weise geschOtztes Hydroxy, 
R3 Methyl, Ethyl. Propyl oder Allyl. 
n die ganze Zahl 1 oder 2 und 

das Symbol aus ein r Linie und ein r gestricheMen Linie eine Einfachbindung oder eIne 

Dopp Ibindung, 

mit der Mafigabe. daB dann, wenn R^ und R? Jewells fOr Hydroxy stehen. n fOr die ganze Zahl 
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2 steht und das Symbol aus iner Linie und iner gestrichelten Linte fur ine Einfachbindung 
steht. Methyl. Propyl oder Allyl darslellt. 
und eines Salzes derselben. das umfaBt 

a) das Kultivieren von Streptomyces tsukubaensis in einem waBrigen Nahrmedium. das Quellen fOr 
. asslmllierbaren Kohlenstoff und Stickstoff enthalt. und das Gewinnen (Abtrennen) der FR-900506- 
und/oder FR-900525-Substan2(en) auf konventionelle Weise unter Bildung der FR-900506-Substanz 
der Forme! 




und/oder der FR-900525-Substanz der Formel 




b) das Kultivieren von Streptomyces hygroscopicus in einem wafirigen Nahrmedium, das Quellen fur 
asslmllierbaren Kohlenstoff und Stickstoff nthatt. 
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und das Gewinnen (Abtrennen) der FR-900523-Substanz der nachstehend angegebenen Formel auf 
konventionelle Weise 




OCK-, OCH^ 
3 o 



c) das EinfOhren einer konventionellen Hydroxyschutzgruppe in eine Verbindung der Formel 




(la) 



OCH^ OCrU 



worin R^, R^. n und das Symbol aus einer Linie und einer gestrichelten Linie jeweils wie oben 
definiert sind, 

unter Bildung einer Verbindung der Formel 
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(lb) 



OCH^ OCH 



worin R^. R^, n und das Symbol aus einer Linie und einer gestrichelten Linie jeweils wie oben 
definiert sind, und worin R^a fur in konventioneiler Weise geschutztes Hydroxy steht. 
Oder eines Salzes dersetben auf an sich bekannte Weise; 

d) die Einfuhrung einer konventionellen Hydroxyschutzgruppe in eine Verbindung der Formel 




(Ic) 



OCH^ - OCH3 



worin R\ R^. n und das Symbol aus einer Linie und einer gestrichelten Linie jeweils wie oben 
definiert sind, 

Oder eines Salzes derselben unter Bildung einer Verbindung der Formel 
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(Id)- 



worin R\ R^, n und das Symbol aus einer Linie und einer gestrichelten Linie jeweils wie oben 
definiert sind. und .worin R^a fur in konventloneller Weise geschUtztes Hydroxy steht. 
Oder eines Salzes derselben auf an sich bekannte Weise; 
e) die Umsetzung einer Verbindung der Formel 



30 



35 



40 




(le) 



OCH pCH 



worin R\ R^ und n jeweils wie oben definiert sind. 

und worin R^b fOr eine austretende Gruppe steht. Oder eines Safzes derselben nr^it einer Base unter 
Bildung einer Verbindung der Fornnel 
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OCK-, OCH 



20. 

worin R\ und n jeweils wie oben definlert sind. 

Oder eines Salzes derseiben auf an sich bekannte Weise; 

f) das Oxidieren einer Verblndung der Formel 



25 



30 



35 



40 




OCK^ OCH 



45 worin R\ R^ und n jeweils wie oben definiert sind, 

Oder eines Salzes derseiben unter Bildung einer Verbindung der Forpnei 



so 
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OCK. OCH, 



20 

worin R\ und n jeweils wie oben definiert sind. 

Oder eines Salzes derselben auf an sich bekannte Weise; und 

g) das Reduzieren einer Verbindung der Fonnel 

25 




OCIU OCH 



45 

worin H\ R^. n und das Symbol aus einer Unie und einer gestrichelten Linie jeweils wie oben 
definiert sind. 

Oder eines Salzes derselben unter Bitdung einer Verbindung der Formel 

50 
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5 



10 



IS 




20 

worin R\ R^, n und das Symbol aus einer Ltnie und einer gestrichelten Linie jeweils wie oben 
definlert sind, 

Oder eines Salzes derselben auf an sich bekannte Weise. 

25 14. Pharmazeutische Zusammensetzung, die als aktlve Bestandteile (Wirkstoffe) Tricyclo-Verbindungen 
nach Anspruch 1 in Assoziation mit einem pharmazeutisch akzeptablen, im wesentlichen nlcht- 
toxischen Trager oder Exzipienten enthalt. 

15. Verwendung der Tricyclo-Verbindungen nach Anspruch 1 und nach Anspruch 20 zur Herstellung eines 
30 Arzneimittels fur die Behandlung oder Verhinderung der Resistenz durch Transplantation, der Trans- 

plantat-gegen-WirtErkrankungen durch Knochenmarks-Transplantation und von Autoimmunerkrankun- 
gen. 

16. Verwendung der Tricyclo-Verbindungen nach Anspruch 1 zur Herstellung eines Arzneimittels. 

35 

17. Verwendung der Tricycloverbindungen nach Anspruch 1 zur Herstellung eines Immununterdruckungs- 
mittels Oder eines antimikroblelten Agens. 

18. Biologisch reine Kultur des Mikroorganismus Streptomyces tsukubaensis Nr. 9993. 

40 

19. Biologisch reine Kultur des Mikroorganismus Streptomyces hygroscopicus subsp. yakushimaensis Nr. 
7238. 



45 



SO 



55 
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20. Verfahren zur Herstellung der FR-900520'Substanz der Formel 




20 ocH OCH-j 



das umfaBt das Kultivieren von Streptomyces tsukubaensis oder Streptomyces hygroscopicus subsp. 
25 yakushimaensis Nr. 7238 in einem waBrigen Nahrmedium. das Quellen fUr assimilierbaren Kohlenstoff 
und Stickstoff enthalt, zur Bildung der FR-900520-Substanz. 

21. Tricyclo-Verbindung nach Anspruch 1 fUr die Verwendung als Arzneimittel. 

30 22. Tricyclo-Verbindung nacli Anspruch 1 fur die Venwendung als Immununterdruckungsmlttei. 

23- Tricyclo-Verbindung nach Anspruch 1 fOr die Verwendung als Immununterdruckungsmittel nach An- 
spruch 22, wobei es sich bei der Tricyclo-Verbindung urn die FR-900506-Substanz der folgenden 
Formel handelt 

35 



40 



45 



50 




55 OCh' OCH. 
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24. Verfahren nach Anspruch 13 und nach Anspruch 20, wobei das Kuttivieren unter aeroben Bedingungen 
durchgefUhrt wird. 

25. Verwendung des Mikroorganismus Streptomyces tsukubaensis Nr. 9993 zur Herstellung der FR- 




30 der FR-900525-Substanz der Formel 



35 



40 



45 



so 




55 und/oder der FR-900520-Substanz der Forme! 
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50 und/oder der FR-900520-Substanz der Formel 



55 
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5 



10 



15 




Revendications 
25 1. Compost de la formule : 



30 



35 



40 



45 




-5 



so 

dans laquelte 

est un groupe hydroxy ou un groupe hydroxy normalement proteg^, 
R2 est un atoms d'hydrogene. un groupe hydroxy ou un groupe hydroxy normalement prot^gd, 
R3 est un groupe methyle. ^thyle, propyle ou allyle. 
55 n est le nombre entier 1 ou 2. et 

le symbols d*une ligne et d'une ligne sn tirsts sst une liaison simple ou une liaison doubl , 
a condition que, lorsque R^ et R^ sent chacun un groupe hydroxy, n est le nombre entier 2 et 
le symt)ole d*une ligne et d'une ligne en tirets est une liaison simple. R^ soit alors un groupe 
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methyle, propyle ou altyle, 
et un de ses sels. 

2. Compost selon ia revendication 1 , qui peut §tre repr^sentd par la formule suivante : 



10 



15 



20 



25 




30 dans laqueile 

est un groupe hydroxy ou un groupe hydroxy normalement protege. 
R2 est un groupe hydroxy ou un groupe hydroxy normalement prot^g4. et 
est un groupe m^thyle. propyle ou allyle. 

35 3. Compose seion la revendication 2. dans lequel : 
R^ est un groupe allyle. 

4. Compose selon la revendication 3, dans lequel : 

R^ est un groupe hydroxy, un groupe 1-{alkylthio en Ci-CcKalcoxy en Ci-Cg). tri{alkyle en Ci- 
40 Ce)sllyloxy. alkyle en Ci-Ce-diphdnylsiiyloxy, ou acyloxy. 

5. Compose selon la revendication 4. dans lequel : 

R' est un groupe hydroxy; (alkyle en Ci-C6)thiom4thoxy; tri(alkyle en Ci-C6)silyIoxy; alkyle en 
Ci-C6-diph4nylsilyloxy; alcanoyloxy en Ci-Cc qui peut avoir un groupe carbpxy; cyclo(alcoxy 

45 en C3-C6)alcanoyloxy en Ci-Cc qui p6ut avoir deux groupes alkyle en Ci-Ce sur la partie 

cycloalkyle; camphorsulfonyloxy; aroyloxy qui peut avoir un ou deux groupes nitro, dans 
lequel la partie aroyle est choisie dans le groupe constitue des groupes benzoyle. toluoyie. 
xyloyle et naphtoyle; ar^nesulfonyloxy qui peut avoir un atome d'halog^ne, dans lequel la 
partie arene est choisie dans le groupe constitu^ des groupes benzene, toluene, xylene et 

50 naphtal^ne; ou ph4nyl(alcahoyloxy en C1-C4) qui peut avoir un groupe alcoxy en Ci-Cc et 

trihalo(alkyle en Ci-Cg), et R^ est un groupe hydroxy ou alcanoyloxy en Ci-Cc. 

6- Compose selon la revendication 5. qui est le 17-allyl-1.14-dihydroxy-12-[2-(4-hydroxy-3-m^thoxycycIo- 
hexyl)-1 -m6thylvinyl]-23.25-dim^thoxy-1 3.1 9,21 -27-t6tram^thy 1-1 1 ,28-dioxa-4-azatricyclo[22.3.1 .0^'^]- 
55 octacos-1 8-§ne-2.3.1 0.1 6-t4traone. 

7. Compost selon la revendication 5, dans lequel R^ est un groupe alcanoyloxy n Ci-Cg et R^ est un 
groupe hydroxy ou alcanoyloxy n Ci -Ce . 
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a Compose selon la revendication 7, qui est le 12-[2-(4-ac6toxy-3-metho)cycyclohe)cyl)-1-methylvinyl]-17- 
allyM .1 4-dihydroxy-23.25-dim^thoxy-1 3.1 9.21 -27-t^tram6thyl-1 1 .28-dioxa-4-azatricyclo[22.3.1 .0^'®h 
octacos-1 8-dne-2.3.1 0,1 6-t^traone. 

9. Compose selon la revendication 7, qui est le 14-acetoxy-12-[2-(4-acetoxy-3-methoxycyclohexyl)-1- 
m^thylvinylhl 7-allyl-1 -hydroxy-23.25-dim6thoxy-l 3.1 9-21 ,27-t^tram6thy 1-1 1 .28-dioxa-4-a2atricycIo- 
[22.3.1.0^«®]octacos-18-6ne-2,3.10.16-t^traone. 

10. Compost selon ia revendication 2. qui est le 1,14-dihydroxy-12-I2-(4-hydroxy-3-m§thoxycyclohexyl)-1- 
m^thyIvinyl]-23,25-dim^thoxy-13.19,17^1,27-pen tam^thyl-l 1 .28-dioxa-4-azatricyclo[22.3.1 .O^*^]octacos- 
1 8-ene-2.3,1 0,1 6-t^traone. 

11. Compost selon la revendication 1. dans lequel est un groupe hydroxy, (alkyle en Ci-Ce)- 
thiom^thoxy. alcanoyloxy en Ci-Ce ou arenesulfonyloxy qui peut avoir un atome d'halogene. dans 
lequel la partie ar^ne est choisie dans le groupe constitu^ des groupes Ijenz^ne, tolufene. xylene et 
naphtaldne, est un atome d'hydrog^ne ou un groupe hydroxy, n est le nombre entier 2 et le 
symbole d'une ligne et d'une ligne en tirets est inne liaison double. 

12. Compost selon la revendication 1. qui est le 16-allyl-1.13-dihydroxy-11-[2-i4-hydroxy-3-m6thoxycyclo- 
hexyl)-1 -methylviny l]-22.24-dimethoxy-1 2,1 8,20-26-t6tramethyl-1 0.27-dioxa-4-a2atricyclo[21 .3.1 .0^-®]- 
heptacos-1 7-dne-2.3,9,1 5-t^traone. 

13. Proc^d^ pour la preparation du compose de la formule : 




dans laquelle R^ est un groupe hydroxy ou un groupe hydroxy normalement protege. 

R2 est un atome d'hydrog^ne. un groupe hydroxy ou un groupe hydroxy normalement protege. 
R3 est un groupe m^thyle, ^thyle, propyle ou allyle. 
n est le nombre entier 1 ou 2, et 

le symbole d'une ligne et d'une ligne en tirets est inne liaison simple ou une liaison double. 
k condition que, lorsque R^ et R^ sent chacun un groupe hydroxy, n est le nombre entier 2 et 
le $ymtx>le d'une ligne et d'une ligne en tirets est une liaison simple. R^ soit alors un groupe 
m^thyle. propyle ou allyle. 
ou un de ses sets, qui consiste k : 
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(a) cultiver ie Streptomyces tsukubaensis dans un milieu nutritrf aqueux contenant des sources de 
carbone et d'azote assimilables. 

et recuperer la (les) substance(s) FR-900506 et/ou FR-900525 par des moyens classiques pour 
obtenir la substance FR-900506 de la formule : 



10 



20 



25 




eVou la substance FR-900525 de la formule : 



35 



40 



45 



50 




OCH-, OCH-, 



55 (b) cultiver ie Streptomyces hygroscopicus dans un milieu nutritif aqueux contenant des sources de 

carbone et d'azote assimilables. 

et recuperer la substance FR-900523 de la formule suivante par des moyens classiques, 
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dans taquelle 

R^, n et le symbole d'une ligne et d'une ligne en tirets sont chacun tels que d^finis ci-dessus, 
pour obtenir un compost de la fonnule : 



EPO 184 162 B1 




dans laquelle 

R2, R3, n et le symbole d'une ligne et d'une ligne en tirets sont chacun tels que definis ci-dessus, et 
Rj est un groupe hydroxy normalement protege, 
ou un de ses sels selon une maniere connue en soi: 

(d) introduire un groupe classique protecteur d'un groupe hydroxy dans un compost de la formule : 




dans iaquelle 

B\ R^. n et le symbole d'une ligne et d'une tigne en tirets sont chacun tels que definis ci-dessus. 
ou un de ses sels, pour obtenir un compost de formule : 
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cc:-:- cc:-:.. 



dans taquelle 

R^ R3, n et !e symbole d'une !igne et d'une figne en tirets sont chacun tels que definis d^lessus. et 
Rf est un groupe hydroxy normalement protege, 
ou un de ses sels selon une maniere connue en soi; 
(e) faire r^agir un compose de formuie : 




dans laquelle 

H\ et n sont chacun tels que definis ci-dessus, 
et Rb est un groupe partant, 

ou un de ses sels avec une base, pour obtenir un compose de la formuie : 



88 



EP 0 184 162 B1 



10 



15 



CH-.0 




1 I 



20 



25 



dans laquelle 

F{\ R3 et n sont chacun tels que dSfinis ci-dessus, 
ou un de ses sels selon une maniere connue en soi; 
(f) oxyder un compose de la formufe : 



30 



35 



40 



49 




dans laquelle 

R\ et n sont chacun tels que definis ci-dessus, 
50 ou un de ses sels. pour obtenir un compost de la formule : 



55 
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dans laquelle R\ et n sont chacun tels que definis ci-dessus. 
ou un de ses seis selon une maniere connu^ en soi; et 
(g) r^duire un compose de la formule : 



1 




dans laqueile 

f{\ R^. n et le symbole d'une ligne et d'une ligne en tirets sont chacun tels que definis ci-dessus, 
ou un de ses sels, pour obtenir un compost de la formule : 
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5 



'0 



75 




20 

dans laquelle 

H\ R^. n et le symbole d'une ligne et d'une ligne en tirets sont chacun tels que definis ci-dessus, 
ou un de ses sels selon une maniere connue en soL 

25 

14. Composition phamiaceutique contenant des composes tricycliques selon ia revendication 1, comme 
ingredients actifs. en association avec un support ou un excipient pharmaceutiquement acceptables, 
sensiblement non toxlques. 

30 15. Utilisation de composes tricycliques selon la revendication 1 et la revendication 20 pour la fabrication 
d'un medicament pour le traitement ou la prevention de la resistance lors du transplantations, tors de 
maladies greffe sur hote par transplantation de la moelle osseuse, et lors des maladies autoimmunes. 

16. Utilisation des composes tricycliques selon la revendication 1 pour la fabrication d'un medicament. 

35 

17. Utilisation des composes tricycliques selon la revendication 1 pour la fabrication d'un agent immuno- 
suppresseur ou antimicrobien. 

18. Culture biologiquement pure du microorganisme Streptomyces tsukubaensis N** 9993. 

40 

19. Culture biologiquement pure du microorganisme Streptomyces hygroscopicus subsp. yakushimaensis 
N°7238. 



45 



50 



55 
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20. Proc^d§ pour la preparation de la substance FR-900520 de la formula : 



70 



75 



20 




CH-O 



CCH. CCH. 



25 qui comprend la culture du Streptomyces tsukut)aensis ou du Streptomyces hygroscopicus subsp. 
yakushimaensis 7238 dans un milieu nutritif aqueux contenant des sources de carbone et d'azote 
assimilables. 

pour obtenir la substance FR-900520. 

30 21. Compose tricyclique selon la revendication 1 pour rutilisation comma medicament. 

22. Compose tricyclique selon la revendication 1 pour rutilisation comme agent immunosupresseur. 

23. Compose tricyclique selon la revendication 1 pour rutilisation comme agent immunosupresseur, selon 
35 la revendication 22, dans lequel le compost tricyclique est la substance FR-900506 de la formule 

suivante : 



40 



45 



so 



55 
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25 

24. Proc^de selon la revendication 13 ou la revendication 20. dans l^uel la culture est effectu^e dans des 
conditions aerobies. 

25. Utilisation du microorganisme streptomyces tsukubaensis N° 9993 pour la preparation de: 
30 la substance FR-900506 de la formule : 



35 



40 



45 



50 



CH.O 




CH-Jl I 




I 
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•1 

o 



o 



CH- . 




55 



CCH. CCH. 



la substance FR-900525 de la formule ; 
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